(12)»»lsa*ft»?Ifc»-3^T4>IB**LtcBIBlH« 



(l9)1ttJI^Wm*r*«IM 




(43) HIS^BBB 
2005 ^9 ft 15 B (15.09.2005) PCT 



lllllllllllllllllllllllll 

(10) BRg^BBM 
WO 2005/085847 Al 



(si) mmm^m 1 : 

(21) mm&mm^: 

(22) HI&tfJKiB: 

(25) HBSffllS<Z)WlS: 

(26) ORS^MOWfi: 

(30) llft^T"*-*: 
*#IH2004-063071 
*$Bl2004-285542 
t$M2004-285543 



G01N 33/53 



PCT/JP2005/003799 



2005 *3^4B (04.03.2005) 



0*1 



B*I5 



2004 $3^5B (05.03.2004) JP 
2004 29 0 (29.09.2004) JP 
2004 *F9 29 0 (29.09.2004) JP 



(71) aMA^ll$»<^:T(Dti^llfcoiNT;: ^U7/\ 
-M*5t^*± (PRIMA MEAT PACKERS, LTD.) [JP/JP]; 
T 1408529 m^^p n pJH l^m^^HT @ 17#4§ 

Tokyo (JP). 

(72) XH*; t$£tf 

(75) «E#/ffllIAf;*HfCOlNT(D^;: *fe7E»«(AKI- 
MOTO, Masanobu) [JP/JP]; t 3000841 ^t$!i:±;i rtT 
*fR]Jl6 3 5f«! V/\A*iC#artIbaraki(JP). 
tolli (KATOU, Shigeki) [JP/JP]; =r 3000841 
H±;tm*fR]®6 3 5 SMI ^'J7/\A*aSttfi 
Ibaraki (JP). ;gN X (NAMIOKA, Makoto) [JP/JP]; T 
3000841 3E«ft±5fm*lRlJS6 3 5»tfe ?'J7/\A 
4* j£^*t F*3 Ibaraki (JP). 



(74) ttiA: JKffl 3t$5 (HIROTA, Masanori); =r 1070052 
Kft»*E*«=T B8f5*f#e;i/3i Tokyo 
(JP). 

(8i) ftSmrX^a&^KLf* £Ta>«K<Di!rt«ilj&< 

Plte;: AE, AG, AL, AM, AT, AU, AZ, BA, BB, BG, BR, 
B W, BY, BZ, CA, CH, CN, CO, CR, CU, CZ, DE, DK, DM, 
DZ, EC, EE, EG, ES, FI, GB, GD, GE, GH, GM, HR, HU, 

ID, IL, IN, IS, JP, KE, KG, KP, KR, KZ, LC, LK, LR, LS, 
LT, LU, LV, MA, MD, MG, MK, MN, MW, MX, MZ, NA, 
NI, NO, NZ, OM, PG, PH, PL, PT, RO, RU, SC, SD, SE, 
SG, SK, SL, SM, SY, TJ, TM, TN, TR, TT, TZ, UA, UG, 
US, UZ, VC, VN, YU, ZA, ZM, ZW. 

(84) »ffiHf**o)«a x Ry. ±T<Dmm<Dfc&&m 

tfvHfe): ARIPO (BW, GH, GM, KE, LS, MW, MZ, NA, 
SD, SL, SZ, TZ, UG, ZM, ZW), a-7V7 (AM, AZ, 
BY, KG, KZ, MD, RU, TJ, TM), 3 — □ V /i (AT, BE, 
BG, CH, CY, CZ, DE, DK, EE, ES, FI, FR, GB, GR, HU, 

IE, IS, IT, LT, LU, MC, NL, PL, PT, RO, SE, SI, SK, TR), 
OAPI (BF, BJ, CF, CG, CI, CM, GA, GN, GQ, GW, ML, 
MR, NE, SN, TD, TG). 

— mmmsm^m 

«\ »*fc*-3#Hie*iss»36x&A*priiB 



^= (54) Title: METHOD OF DETECTING ALLERGEN 



in 

oo 

o 



(57) Abstract: It is intended to provide a highly sensitive immunological detection method whereby an allergen (for example, milk 
allergen, egg albumen allergen, wheat allergen, buckwheat allergen or peanut allergen) contained in a food can be detected in any 
state (i.e., either denatured or undenatured), and a detection kit to be used therein. Namely, a method of detecting an allergen by 
using two or more monoclonal antibodies capable of recognizing milk allergen in the undenatured and denatured states, egg albumen 
allergen in the undenatured and denatured states, wheat allergen in the undenatured and denatured states, buckwheat allergen in 
the undenatured and denatured states, or peanut allergen in the undenatured and denatured states, wherein use is made of, as an 
indication, a si a si casein which is the major protein in a si casein, ft -lactoglobulin which is the major protein in whey, ovalbumn 
and ovomucoid which are the major proteins in egg albumen, gliadin which is the major protein in wheat, proteins of 24 kDa and 76 
kDa in molecular weight which are the major proteins in buckwheat, or Ara hi which is the major protein in peanut. 
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$bKf{tg#^ y^MBfckiiil^f , ^^y-i-— if\ if, Tatf^/l^— *2j-=¥ 

v-^— if, !)V7- tf, ^^L<«T-fe^/V=iy^^^— t£#£, ^ 

^ftbttfH, 14 c, 125 mL<» 131 i^^fj^«r^^-e^§ o ^^a^^^-e 

[0041] ^P|©^7W^>ttilffl%M-li, fM^itt©^t^7WV7 , VM 
Ab, 0£b< it^ll€llM*53:t>-7^it§2y±(Z)Mtl7U^7 l VMA 

^TV^^^^W*b<,^mffl^h^^^^^^TW^VMAb^i-^ll 
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[0042] jf%m<D^/?u~^/VfaW.b\^X\^^4^W—^(FKRM ABP-10263)^ 

✓vY^UK—v (FERM ABP-10264) ^jg^-f-^ a s l#if^f^E-/yti^-— /V 
$n;#:PaslCN2^\ ^vY^yK— v (FERM ABP-10281) &M£3'Z>&L £ 7^h^ 

n^y^^ey^n^— /M6ntffcPLGl^\ 

^:/y K— v (FERM ABP-10282) &m&TZ&i 0 Wn^!) ^e/^n^— 
/Hjl{£PLG2^\ ✓M'^y K— v (FERM ABP-10283) dS^^-f" 5*rt 0 9?h?V 
^yv^/^n^— /Hn#:PLG3^\ ^M'^yK' — ^ (FERM ABP-10265) $*M£. 
1r&tf&n£T/V7^/^S#rr1'~- /V^PNOAl^ 5 , 'M^y K' — ^ (FERM ABP 

-10266) S^^T/KT^^e/^Ei^— /«PNOA2^, ^v^^yK— 

(FERM ABP-10275) ^14t5Kt^W?y ; ey^nt-/VK#:PDOA 
'M^yK' — ^ (FERM ABP-10276) ffiM&^Zti&r&T/V'f^y^Spu 
t-/^frPDOA2^, xvY^yK— v(FERM ABP-10279) aSjg£i-5#fca-2tf 
^K^/^t-^ta^NOMl^, ^>^/yK— 7(FERM ABP-10280)^ 
S4t5$it^AnYK ; ty^ot-;^#:PNOM2^, 'M^y K — (FERM A 
BP-10277) &M^1r%ffi^J*^V^/?vi^~/vffiifcpi)OMl J $>, ^vY^yK 
— v (FERM ABP-10278) ^l^tS^^AnYK^y^nt-z^^PDOM 
2^\ xvY^yK— v (FERM ABP-10267)^m^.i-^/hM^VTiy^^ey^ti 

/M^ffcPGLl ^\ ^vY^y K— r (FERM ABP-10268) &M*£t%tii'b1t#' 
VTlt^teypwi-— /Vfet#:PGL2^, xvY^yK— v(FERM ABP-1O272)*S0 

^i-^^:24kDa^^^^@^ey^ti^— /^pbwi^, /M^yK— v (FERM 

ABP-10273) ;M£-^§^76kDa^>"^y|^E-/yn-?-— ;^frPBW2^, >>W 
V (FERM ABP-10274) ^0£i-&^76kDa^/-^fC^/^n^— /V 
£i#:PBW3^\ /N^yK— (FERM ABP-10269) ^j^-f-^^^f^Ara h 
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l#^/<?W^y?v~l-— /Htl#:PA1i1-1^\ s^ZfW—^ (FERM ABP-1027 

0) /S^^^T^ttAra hl?>s<?>M^y?v1— /M7Lf*PAhl-2^\ /M^y 
K — =*" (FERM ABP-10271)^^^i-§^Pf^^ttAra hl^Tv^fC^e/^n^ 
— /k^#:PAhl-3£W^^-e§\ ^tl^MV^K— Wcl7(2005)^2 
^ 24 0 (Sfji 0 ) #-Ca^fTg[feAjg|ISW^^W^^f %m$L® i &1fcKl<'*- ( 
T 305-5466 0«ilcO<«MlTllSil *^fg6) ^^tl/O > 
^5 C ?£$d^ _bfSPaslCNl (FERM P-20206) , Pas 1CN2 (FERM P-20207) , 
PNOA1 (FERM P-20208) , PNOA2 (FERM P-20209) , PGL1 (FERM 
P— 20210) x PGL2 (FERM P-20211) «^^16 (2004)^9^ 7 0 (^f£0)# 

xm&ft&mAmm&mm&mzzm m^m^^^-\^^nx\^t^ 

<DX&Z> 0 

[oo43] ^t, mmm^^mm^x^Mi^mmmir^^ ^mm<D^mmmm^ 

mmm 1 

[0044] 1. fetasl^if^^e/^n^-— /V^L^COfit^ 

i-i umRTfjjm 

1) asi#if-r^(^Tr a CNj£i^)oMM 

SK gel DEAE 650S (TOSOH)^fflV^T, 50mM©-f^V- SU-HClMWm (pH 
6. 4), 4M(D^*^tpNaCl(Dy— T^v^^MO^ibO. 3M) ^£«9*t§^T o 

(D^^M^/^O. l%^^iSL, lml^^/^>^/V:7^— 7^500 A*Pfo 

[0045] 2)^S 

mummt^x, 6m^^balb/c^77 ( 0 ^urm^^tm) sm&m v vc Q 

U][Hl^^^», ^^7n^>F7^-^>F(Difco)^0. l%(DaCN^500MlAo7t 
/Vv^a^Sr^LfCo ^<D3^/^3>-£im^fdn50/z ljafl£rt^&tJLfc 0 
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Difco) ^0. 1%(D a CN^500 ix lAofcxy^yK^f a- ZfK^MJJWX., H^/VT 

m tdO 1 50 n liertCMLfCo 
[0046] 3)jfr^#:tf<DMS 

r>^IgG(H + L)^t#: (Jackson ImmunoReserch Laboratories Inc.$!D ^rffiV^7^L 0 
[0047] 4)/N^yK— ^(D^M 

MI1640"egfe^f-L-"C. $£^^-f ny^a (Cell Strainer, 70 mm, Becton Dickinson 

r>^$3in— ^^JJ^(P3X63Ag8.653)^«^ffl«^10: # 
Si, OOOrpmX 10^(Djg^ftt^TV\ ^l^^h^#fc 0 itf^^M-W^H'- 

ffi^ife(10%4^Ji^lk?t, 40mM(D2-^/V^77°r-^/— /V, lOOU/mltf)-^^^ 
100mg/ml(D^b^7>W^^'a-ti > RPMI1640i§ifi) ^100 ju MCDfctf^ 
IM^J^ 0. 4MM©7^fy>', le^MCO^-^^-^MATjl^j^Jfi^Px. 
, 5 X 10 6 cells/welli!^J;5^24r>^/V(D^aj!^#ffl7V— h (Becton Dickinson) 
5%CO T37°C-e^b7t 0 

2 

[0048] 5) P&##f^fet-J;3^p— 
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CNKttVX&&&&UtV&><D'^F7}}\ f ~- -^ICOV^T, 0. 9 cell/weU^5J;5 
l£96?3^©fflJ&^iMB:7V— MBecton Dickinson) Rg|Mfr3R8sfc<fc5^n 
— -y^ofc. **5, «^bT, 4«|ftBALB/c^^J»JRjjWJia*' 

^ P --y^tlfc/^yK-^(DJtti-f4, 10%«?J£lfc?!t, 40mM(D2-^/V 
Jj-fh^S—/^ lOOU/mltf^—^y^ 100 ju g/mKD^M^h^M' S^Sr^if 
RPMI 1 640i#fl&Srffl V ^7"c 0 
[0049] 6)#Cfc<DX?V— ~l/*f 

^:J?Xi—*j-;VtfiW-<7)^?V—^?fe. a CN (£*T TN~ a CNJ £V >5K -Sc 

^gyg a cn (e*t rE> - « cnj t\ ^) , rff|g(D^if-r^hy r>^(D*^tt^ (£*t r 

N-CNJ £l ^) Xf* rfT|g(D^irV>^-MJr>A(D^^^a^) (JJJIT TD-CNJ £V ^) <^ 
4M(D7 > c^»Xfi^^i-§S^tt(DaV^|^^§r^^#Mtt<^M^§^ti->'^ 
#5^££Ufco D-aCNfi. ffi^aCN^lmgft<9, 5%EDTA100jiU ^*6. Og 
, 2-*/Vj]-7Y^?;— /M). 2mU 50mMMJ^-^^M«IR(pH8. 6) lml. HWtR 

1. 5ml^Px., T/V^7*s(/VX*m&\jZ&, ioo°c-eiB#r^^/^^"e*Pi^, ^ 

tt^ta^To/c 0 ^tJ:S(DN-aCN, D-aCN, N-CNfeSV^fiD-CN^^ti" 

[0050] 7)fefo<DWfcBanAA\i<Dlfe% 

Jonesb(1990) {Ct*£V\ BALB/c^^X^^^^^^hTv^/^h^O 
. 2mlJ^rtfcSEltUt J HFIi, ^ M^7b«95X106ceUs(D^n— ~Zsjr£tlft^ 

^Protein GJjJMT^rl'VJ* ^T/W^>T) K£QW%\jZ.o 
[0051] 8)MAb©^, t^^&W^ 

MAbfD^X&t^l^^^^o^Tf^ Monoclonal mouse immuno a CNobulin 

isotyping kit (Pharmingen) &£<J;«9. IgGl, IgG2a, IgG2b, IgG3, IgM N IgA, IgL( 

k ) RingL ( y ) ^^:^L7i 0 
[0052] 9) MAbOtf Hrf^^C 
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jgSU DMSO^3mg/l00/xl^^L7^NHS-tr^^^Srl0juU!niXL, jf# 
7K^L^^^2B#r^#gb7 > c 0 20mg/ml£fc5J;5fcPBS^BifeUfco 
[0053] 1-2 

l)MAb(Dig|R 

fL©±S7WV-efc5 a sl^ifV^ ( a CN) &#SfafcfBW^56;ttig0>MA 

&X<Dlfcte(Dffimz1&&ttMAb^$>%>PaslCNU PaslCN2, PaslCN 
33ritl#lbfc 0 
[0054] [^1] 



MAb£ 


N ■ « C X 


D-aC X 


N ■ < C N 


D CN j 5 A . *f-f* : > * 


PaslCNI 


+ 






+ IgC.l < >. ) 


PaslCN2 


+ 






+ TgOl (/:') 


PaslCN3 


+ 




+ 


+ rgci ( k ) 


PaslCN 1 


i 




+ 


\ FgG \ (k) 


PaalCNo 


•l- 




+ 


IgOI ( K ) 


PusICNG 


\ 






j [gGl (K) 



[0055] 2) S^ELISAl!l*3tt5ia'8-€r^# 

^Vl/^hELISA-CMIRLfcPaslCNl, PaslCN2, PaslCN3^fflV vC, 
(DMAbcDia-^^^^oV^'Ci^^K^^-ELISA^Torto PaslCNI. PaslCN2, 
PaslCN3$r^^H^Bfe§V>^lf^^b^:#:i!bT, a CN*>5V ^ttCNSrft 

m-r^fcfe^MAb^m^^, ^^vy^ELisAiEj^atttuto n- 

aCN, D-aCN, N-CN, D-CN^mtr^ia^^T^bTPaslCNl (FERM 
ABP-10263)^PaslCN2(FERM ABP-10264) £5g#iUc: 0 ^^Ell^ 

-To 

2. PaslCNl£PaslCN2<7)Igi&i-5^fc 0 h— ^ 
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Isfhv^VvT^yKXyPVVFmK&^lstCo te^UfcPVDFJKiCPaslCNlfcP 
aslCN2<Dj#*_hff (1/1000) &^£iirfc©*>, B^^T, 
:/£ltf&Lfc 0 ^^H2^i- 0 |Ei»£mPaslCNl£PaslCN2H> 
^ ^AItJ7000, @a^J#-^-l-e^$tLSasl^if-Y^T5/^IE^J»132#g 

[0056] 3. i^^K^^ELISA^i^^B^p^O^^^^^tt^W^O^m 

_h|El. -eil^$^tfcPaslCNl^PaslCN2CO|a^^:^J:«9, M^<Dlkantp<DjJ 

[0057] 3-1 unRxf^m 

[0058] [^2] 





TEST 1 


TKST 2 


TEST 3 


Control 


§£*|£] 

(%) 


8 3 . 0 


8 3. 0 


8 3, 0 


8 3 . 0 


N a C 1 
(%) 


2. 0 


2. 0 


2. 0 


2 . 0 


#U U >^N a 
{%) 


0. 2 


0. 2 


0. 2 


0 . 2 


m.mmr v U o> 

( p p m) 


1 2 0 


1 2 0 


1 2 0 


1 2 0 


{ p p m ) 


3 0 0 


3 0 0 


3 0 0 


3 0 0 


;K 


i 4. 5 


1 <1 . 5 


1 4. 5 


I -1. 5 


( p pm) 


2 0 0 


2 0 




0 


fv;- 
c % ) 


9 9 - 7 (3 2 


9 9, 7 4 4 


9 9. 7422 


90. 7 4 2 



[0059] &m&Km^mj}\\m&n\'ML, y—v^^y^—Kxm^-^ m^^—zf\z.% 

*«rfrv\ 75 0 c-e30^-(DM^fofc 0 

/V^t?PBST^38 g *Px.l00°C, — R#rHWP^Mffi^Tofc 0 ^P#, 3, OOOrpm 
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X20ft<Dm>bftM$:^\ -tttO. 5mll£PBST£r9. 5ml#Pfc, ELISAffli^^^W 

[0060] 3-2 MJH: 
[0061] [^3] 



[0062] dm 





TEST 1 


: TEST 2 


TEST 3 


; Control 


( p p m ) 


2 0 0. 0 


2 0. 0 


2. a 


0. 0 


( p p m ) 


2 3 5. 4 


1 6 . 4 


1. 5 


N. D. * 2 


mm 
c%) * i 


117. ? 


8 2 . 0 


7 5. 0 




* 2 : ®tfli±<r 




TEST 1 


TEST 2 


TEST 3 




Con irol 


< p p m.) 


2 0 0. 0 


2 0. 0 


2. 0 


0. 0 


C p u in) 


1 fi 1 i 


1 . 7 


N. D. * 2 


\\. D. 


MM 
<%) * 1 


S. 1 


8. 5 







* 1 : <^UTftV'?»M) x t 0 0 

* 2 : tftM-ttV 



[0063] sk±<Dt&m!>>t>. fcm&£xfi2-*fr%7b^*y—*&&mmzMtti^i^ 
i^v^ImlDl^w^v^^^^p B p^<^^^v>'^^y^A^mwtg^^,PBSTttt±l 

[0064] 4. ^yy^^h^is^tt^^^^tt^if-r^hyy^^^m 
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i ) n^mm^x u«=« ^>^- K©f^s 

2mMsJ^gfeg1W?£(pH9. 0)-Clmg / /ml^5<t5^PaslCNl<DMAb^^eS:H 
^^±^)5ml^MAb^^500 J ul^PX., ^i&-C30#|fBSJSUfcgL 10%BSA 
OD525 = l. OfcfcSJ^iMttUfco ^ 1/c 

[0065] 2)^Lf*@^^^V^(7)f^M 

PBS^4mg/ml£&3<£5PaslCN2<DMAb^^fiMU ^hn-fe/Ha— 
^V^^[i:^^t-M*b^^fc 0 ^<£>^ 1%BSA N 0. l%Tween20£r£t?P 
BS-e37°C, 2.\$Wfcfny^y&.^ PBS^ffiftl^tfcm^ltfCo 

[0066] 3)sCJ*y?whXhVvZf<DB.-&bfMft 

[0067] 4-2 

PaslCN2^J:tJ ? ^n/rK^i^PaslCNl(D|a'a-^r^J:f9^if^^hy^{^p 
#M^#^feT50ppb(^ B B B^2ppm)*^mi-^^^-e^ o Z.<Dl£%3b* 

[0068] miKOTWV^V^ffiffi-ri»/^n-^h^by^-e{i % ^^irbTO. 01M£>,gc?!t 
[0069] 5. ^tljS ^h^n:/y>^e/^-7-— /Hftftwflfei: 
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5-1 mRmm 

1) j3 jfhywTDX&LT r j3 LGj £v ©if 

SK gel DEAE 650S (TOSOH)^fflV^C, 50mM(Dhy^-HCl®«|ft(pH6. 5), 
NaCl<DV~T?7i?^h(0fab0. 4M) (U^M^Tofco WMVfc. j3 LGH^^r 
If*ta5Slff, ^M^^TV\ *^ttj3LG(^TrN-i8LGji!V^^ 
fc3)£L7i 0 "©N-^LG^lOmgt?), 1. 4MC0hU^-HClMn^ (pH8. 6) lml, 
5%C0EDTA100mU M*l. 2g, 2-^*7 P hx^/-;W33 /i l?ri)Dx.2. 5mH^£ 

^utM., ^m^f^m^n^ \ 37°c, mm<Dm^mm&m\ im©n 3 
oh3oo/z H^fifbfc89m g (D^y3— vm^kMxMm^^mM^t^k. mmr^i 
m^cox^^y^Mk&m \ m^^^^Mt p lg (^t tr- # lgj 

[0070] 2)^S 

#fc|£»^bT, 5Mtf^BALB/c^^ ( 0 ^lxTtt^|±M) 5M3rffl V 
|J][Hl^S^^> ^^n^hTv'^^^hCDifco)^. l%(DN-/3LGX«R-i3LG 
^500 ix lAoTc^^O-K/V^^^— ^^#*To^Px. N ^V^iJ^dMJ-— 
»#LT^bfc^^/V^ 3 ^^#fc^L7c 0 ^(D^/^a^lM^fc'QlSO/z lJgJS 

n^fVhTvW^h (Difco) £0. 1%(DN- )3 LGXIiR - 0 LG/5S500 // lAofcxj/ 

[0071] 3)]fctF£ift:tt<D$iJ5£ 

^Im^V^«aiiP^-eN-j3LGX^*R-i3LG^J|tLfclM^^icl, #BALB 

frm&m\ ikm&mc 0 ^nh^m^iomm^^mu #^&elisa 

^^^^^jfe^^N-iSLG^f^tt^^R-jSLG^t^ft^M^fCo &:Jb\ 
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ttma^T/V%y7*X7T?—^WMffi^yxisG(H+Wffifc (Jackson 
ImmunoReserch Laboratories Inc. ISO ^rfflV^7i 0 
[0072] 4)/M-:/yK— 

. +^^^LM^-h^o^^^, 0. l%(Z)N-/3LG^X^R-iSLG^100 

fc 0 RPMI1640-eft#-LT, $£0^n^yv^(Cell Strainer, 70 

mm, Becton Dickinson) £rMU JJTOIfflfl&SKM^^IfCo 1, OOOrpm X 10ft(D^fc 
^liaOiilfi^ft, MRPMI164O-t?M^U0Ji^#:^r>^hL^: o 
WflilHia^^^^^^^^n— 7^1^ (P3X63Ag8.653) §SI«^» W 10 : 1 
&3J;5^Ml^U Sfil, OOOrpm X10#©jfrfr#««tfrV\ ^hSrifco 
^VyMC^^ta, 350(D45%^y^W^y=2— ^^ITUiJfii^^ff 
oT^o *0»^iCRPMI164O^Px.#|R^, ^<D-<^5/ 
/M^yK— ^ffl^i*(10%4^Ji^JfiL?f , 40mM©2-^^hx^/-/V, 1 
OOU/mlCD^^i/y^ 100mg/ / ml(D^hvyh^v'^^t^RPMI1640^i3fe) 
(31100 m MOt/K^ri?"^^, 0. 4 ,u McDT^/T^y^ 16 ju MCD^vV^tfH 
ATil^fifi^Px., 5X lO 6 cells/well^^j;5i-24r> ; n/V(Z)|0JJ^*ffl7V— M 
Becton Dickinson) ^5>&U 5%CO T37°C-ei##Ui 0 

2 

[0073] 5) P&##f^fet-J:3^p— 

«^ffl^V— h(D#r>^/K^i§^-h?#^oV^, ELISA<D— ^tf*£LT#t 

M^-tCo ELISA^J:«9N- jS LGX^R- j3 LG^LT|^tt^Lfcr>^/Vc^M':/y 
K— vfcoVvC 0. 9cell/well^^§J;5^96r7ai/KDfflJJ^i:^ffi7V— h (Becton 
Dickinson) (£#U PS##M£^J;§^n— ^^fTofc 0 ^-Y — ^ — ^IBJltili: 

LT, 4l^BALB/c-r^iIite^5 X 10 6 cells/well£&5J;5^96C>^/V« 

10%4=JJ^JfiL?t, 40mM©2-^ybx^y-;V, lOOU/mlO^^y^ 10 
O g / / ml(D^h^ o h^^rv/^^t?RPMI1640j;#ifi^ffi V ^fc 0 
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[0074] 6)#ifo<DX?V~- —is? 

^;?V—7-/V#£ifc(DX?}}—~l/sf^ N- 0 LG, R- & LGRXf^m^M j8 LG ( 
J^T TD- ^ LGJ £V ^) »3«S(D7bA/fi°<«i^i-§S^tt»3tV ^H^S^-T? 
tWm^mteZfv— >&n%Z-ttl,fz. 0 D-/3LG{2, N-/3LG£lmg:KK 6. Og 
(D^m.O. 2n\\(D2-^;V^V^ J— /K lml<D50mMhy^-^^Sltfi1$(pH8. 

6). 1. 5ml<£>!gg?K^n;i, r/v^^/v-e^Lfcm. ioo°c-eifl# m*4/^< 

^-CflPiSU Itt^I^fofc 0 i^-Ltf £>N- £ LG, R- /3 LG&&1 ^f2D- /3 LG^ 

[0075] 7)0^K(7)^^S.t>'MAb(D*tM 

Jonesib(1990) t£$§V\ £i\ BALB/c-7^^^^7D^yb7^a/^f^O 

£:Protein G ^MT^i/^J* ^r^l/T) \Z.X.^%V,tz. 0 
[0076] 8)MAb©^7^, ^^9^RW4y° 

feiN- jS LGMAbXti^CR- j3 LGMAb<D#t£2r$:j£i-;5fc#) fc, @f@?fe3rffl V vfc 
o @*@?fe£LT, N-£ LG, R-/3 LGX«D-/3 LG£fe^Cfe«i#^:7V— h 
(D^/VP^-H^L, 'COH^b^^tTtfeTCj^^^N-jS LGMAbX«#LR-j3 LGM 

Monoclonal mouse immuno a CNobulin isotyping kit (Pharmingen) t^i^, IgGl, Ig 
G2a, IgG2b, IgG3, IgM, IgA, IgL ( k ) &m g L ( y ) ^^Lfc Q 
[0077] 9) MAbtDtf strait 

HSLfcMAblCoV^, i^^K-r5/^ELISAiC#tKi-^7ii6, -^tL-^tLtf^^ 
ftMI^Tofco 50mM©^iI»«(pH8. 5) £fflV^20mg/ml^3J;51^ 
ML, DMSO^Smg/lOOMl^fifLTtNHS-lf^^^^lOjul^PX., MW 
7fC^L^^^ 2 0#r H 1^®Lfc o ^O^, 20mg/ml^^J;5t-PBS^gmL/ > c o 
[0078] 5-2 

1) #lN- jS LGMAb^R- /3 LGMAb©#tt^^7^, 
N-|8 LG^^-f-^#Mtt^#oMAbl3aS^#fc 0 ^^X@*B<D^|j§U^-f- 
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[0079] [^5] 
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LG2) 


4- 


+ 


4- 


IgGl (k) 


773 


4- 


4- 


+ 


IgGl (k) 


778 


4- 






IgGl (k) 


781 


4- 




■4 


IgGl (k) 


788 


4- 


4- 




IgGl (k) 


790 




+ 




IgGl (k) 


796 ( p e 
LG3) 




+ 


4- 


IgGl (k) 



[0080] 2) I^K^^ELISA^tf^ilH/^:^ 

^YiASA\z.^n^mm&(D^hmm^ 0 *<di&^ n-jslgklot-^lg 

^m-C^Sm^^rib'C, TV- h@^W?i#:PLG2(FERM ABP-10282)£, 
fc^^>^t:£q;f;fcPLGl(FERM ABP— 10281) XfiPLG3 (FERM ABP-1028 
3) ^iliRLfCo PLG2i:PLGlCOi?-^K-f^^ELISA^J;^N-i3 LGS.OT-J3 LG 
t-*)-i-5SJ^ttOM^:^E|3t^-r o *fc, PLG2tPLG3W^K^y^-ELISA^ 
£%N- )3 LGR7J?D- 0 LG^*f-r£^j£tt£El4^i- 0 
[0081] 3)MAb?M-^^-eON-j3 LG, D-j3 LG<D^M 

^^K^^ELISA^J:<9il^Lfc,m^ (@*m-PLG2, t^^WW-PLGl^ 
it^PLG3)^JlV>, N-i3LG^D-/3LG^m^S«SELf'^^>, 
lC?jkir£ylZ. s MAb^-^^-eN-jSLG, D-/3 LG^^MAbm^^^Mfil 
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[0082] 6. ^^hVy^-EUSAlCtS^iBttJ©^— #>/<?W<Dtktti 

_L1E1. -CMiR$^XfcPLG2iPLGl, ^OTLG2^PLG3(D|a^^(-J: i 9, Mm<D 

[0083] 6-1 tt&RXfjffe 
[0084] [^6] 





TEST1 


TEST2 


TEST3 


Control 


(%) 


83.0 


83.0 


83.0 


83.0 


NaCl (%) 


2.0 


2.0 


2.0 


2.0 


# U'J/I Na (%) 


0.2 


0.2 


0.2 


0.2 


M'^^ h I) r i? A (ppm) 


120 


120 


120 


120 


(ppm) 


300 


300 


300 


300 




14.5 


14.5 


14.5 


14.5 


*tW>tbU '> A (ppm) 


200 


20 


2 


0 


<%Sf (%) 


99.762 


99.744 


99.7422 


99.742 



[0085] 2)1f>*V3^ELISAfcJ;5J£;&5HJf 

i><D)&i9 S i]\}z., ^^4*?— Kxzofpmwuz.o t<D&, ioo°cximmMm 

%±m&ftofc 0 if$£m, 3, 000rpmX20^£)^i>^$t^TV\ _Lt#0. 5ml^PBS 
T^9. 5mlM?L, ELISAfflf-^/Vi!L/t 0 ^i^^«|^lil^lOMM*^.U ? 0. 1 

fc. ^Wffll^^^ibPBST^^TttffiU pbstc^U-c*^— ^w^JC 



WO 2005/085847 



32 



PCT/JP2005/003799 



[0086] 6-2 
[0087] [^7] 





TEST1 


TEST2 


TEST3 


Control 


^Jjpffi: (ppm) 


200.0 


20.0 


2.0 


0.0 


f>#HS (ppm) 


170.5 


18.7 


2.3 


N.D. *2 


[3 4X4' (%) *1 


85.3 


93.5 


115.0 





*i ■. (ftmrn/mmm) xioo 

[0088] [^8] 





TESTl 


TEST2 


TEST3 


Control 


mijum (ppm) 


200.0 


20.0 


2.0 


0.0 


£MfffB (ppm) 


0.1 


N.D. *2 


N.D. 


N.D. 


PliR^ (%) *1 


0.05 









*i : (ft¥rm/mm&) xioo 



*2 : ^ffliir-r 

[0089] £k±<D%gm^ mm^xf2-^/v^h^y— A'&&mmteMjutm&i^ 

[0090] 7. ^y^n^h^J;^»^J;t^«tt^W^hy^A^m 
7-1 *t*sM3j;tf#ifc 

2mM*!?^lffS (pH9. O) -Clmg/ml£&5«J:5 i-PLGl,&TJ?PLG3<DMAb 
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^(^V|±^)5ml^MAbmfe500/il*Px., ^U^30^£CJ^Uhf^ 10 
%BSA^625 J ul^PX., $e>lC15^raH^*7^o ^fr#«t&fTV\ 1%BSA 
^$TCOD525 = 2. 0fcfc5,fc5fWttU 1 : 1©# i&~?mt&Vft> #7*17— /^iS^ 

^^f— w<^K68n cm 2 tf^x^m^u nm^fro 
[0091] 2mw-mmt^y^xDi^m 

PBS^4mg/ml£&5<£5PLG2(DMAb$^£OT$iU ^hnir/Vn— 
^(clliL^^^b^M^^Co ^<D&, l%BSA^tfl0mMy^^^7r— ( 
pH7. 5)-C3rCT*ll^ra^ny^^|ft. 10mMi)y^V7r-(pH7. 5)"Ci5fc#- 

[0092] 3)^y^n^h^hy^^(D|a37:^ffPtt 

[0093] 7-2 

^^^V^M^fJMAb-Cfe§PLG2, *3 j;t^^=in>f K^3KMAb-eS)5PLGl +PL 

G3<Djja^r^J;9, tf^— ^^IC^pf^ #;M^t>ib-r soppM^n^p 

[0094] rfT|S(Z)TW^V^ffiffl-rAy^n-eh^hy^7°-e{*, "s'^lsfbLXO. 1MI$, 0 
. 2%2-MESr^tfPBSSr«Tb^:i:r^, ##M^^^K^^CTL*V\ mm 
ttiftotUoft, r*vera\ *P«^^J;^^ttL^B c p^^<cp^^«< 

[0095] 1. ^tt/^^tt^T/^^^^^BTfg^MAbOflliz: 
1-1 tm&tftfrSs 



WO 2005/085847 



34 



PCT/JP2005/003799 



fc^^O). 5M(Dfi5t^^PLpH4. 6tCH^# s -ittUc„ 8, 000rpmX20 
Apj#2r#fc 0 ffiOAtt££>fcU TSK gel DEAE 650S(Tosoh)SrfflV^c><^55^n 

<*^^^fo7t 0 r.o<*^MOA^fflv>, gm&M&roo. i%©oa^ 
m Km-r^x-20°cxw^W:^fc o 

[0096] 2)ftM 

Difco)^0. 1%<DOAT^500 n\X^tz.^y^OY7V7^-=L— -^K^MMtL^ 

^i^i-£M^#/v^^^/WkOA£ffl v ^fc 0 

[0097] 3)jfiL^^Lf*tt<Z)SlJS 

l^l[HI^v^^iiI^s-eoA^a#^b^lMF^^^, &BXLB/c^v*<Dm$m 

G (H + L)^L-($ (Jackson ImmunoReserch Laboratories Inc.M) £rfflV\fco 
[0098] 4)/N^yK— <?<£>ffMK 
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fc 0 tim^40t, ^xxmrnzmmmmm^tco &m&mw&, rpm 

I1640Ti5fe}^L/T ig&^T^n^^jyv^Cell Strainer, 70 mm, Becton Dickinson) £r 

mu mmmmmmm^ntio 1, ooorpmxio^^^^in^Dj^ii^^ 

^n-^^J3^(P3X63Ag8.653)^W^«^iO: Ml 
, OOOrpmXlO^^'^il^fVV -<Wr-^#7t 0 ^tfXWM- TO^*3, 
350(D45%^y3i^-lx>-^yr2— /V^TL»B^^f ofc Q ^W^^RPMIl 

Jft(10%4^fti£jhff, 40mM(D2-^/^^°h^y— /K lOOU/mKD-^— vy>\ 
100mg/ / mlcD^hU7°r-^-f^^-^tfRPMI1640J@ife) filOO /z MfDfc/j^rl?-:/ 
0. 4/x MtDT^/^Tyy, 16 n M<D^^^tpHAT^^&i&^jqx., 5 
X 10 6 cells/welli:^J;5^24'>ji/KDSajJ^#ffl7V—h (Becton Dickinson) \Z.ft 

&u 5%co T37 o c-e^aufc 0 

2 

[0099] 5) RB!M^5fefcJ;5^p— 

tftU ^OA^#£jg£LTV>5^:/yK— ^<D#££fS^^ ELISA^J^OAfC 
>?fbT^tt^bfci^ai/KD/N^yK— ^t-oVNT, 0. 9 cell/welli!^J;5^96^ 
^/KD^J^t^ffi^V— h (Becton Dickinson) PS##f^ic^££^— — ^ 

^^ofc 0 :7>f— mS&tLrX, 4I^BALB/cV^MIB1S^5 X 10 6 

yztitc/^zf})}*—' *?<ommtei±, io%^m^skm, 40mM<D2-^/^7 p h^^y 

— /K 100U/ml<£W^i/y:/, 100 g / / ml(D^hU^>^^»^^r'a-tpRPMI1640 

[0100] 6)^C#:(D^y— 

^y^n— T/Mft#:<D^y— — ^fct, *^£OA(WTrNOAj£v>5-£a s #>5) 
&5V ^ttJlTC^/v^^'^^/WbOA (WT Trcmoaj b\ ^Z.b&2bZ>) KttirZR 
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$£OA(±fE^$£^)£l0mg49, 1. 4MMJ^-ifiBfcR«»c(pH8. 6) lml, 5 
%<DEDTA100 L 1. 2g<Dfc^t, 33 n \<D2-*;V%zfY^-# 5mU£ 
^tLfcf, S^^g^^TV\ 37°C, lB#r^Oal^a^tofc 0 $£>^, 1M 

^-eiHt^^^/V^dr^^/Hb^TVX RCMOAi:L7Co i#^_hW<£>NOAfc^ 

[0101] 7)Il7K<^^^:U ? MAb(D*tM 

Jones^(1990) fc$£V\ BALB/c^^-^^^n^hTv^^h^O 

^Protein G ^7^^> (T^v^-A 77/W7) ^i«9*tSbf' 0 
[0102] 8) MAb<£>#t££MAb<D^7^ ^Zf^y^RX^^Zf 

O AX }3RCMOA£fc£>^C#>i»i#^ffl ^ V'— h<£> «7^/V ft 0 j£U r<D @ J&f 
^fc^JJpi (NOAXfiRCMOA) ^^^tt/^ttOAMAb^f^ffl^-fr^T^fe^r 

£iirf^fi7:\ ^^:*^^4/^^40AMAb^ffi$^i^§77fe^fflV^fc: 0 ]£7iL, MAb(D 
^7^^.U ? *9"7 f ^7^(Cl'OV > »"C{'i, Monoclonal mouse immunoglobulin isotyping kit ( 
Pharmingen) \Z.X*)^ IgGl, IgG2a, IgG2b, IgG3, IgM, IgA, IgL ( k ) RXflgL ( 

[0103] 9) MAbfttt^lsfc 

ik%m&ffotz. 0 50mM(D^^jgHfM(pH8. 5)SrfflV>T20mg/ml£&5J;5i! 
Mb, DMSO^Smg/lOOMlTT^LfcNHS-tf^^^lO/zl^nx., j£# 
7K?^b^^^2^ra#gLfCo ^©f, 20mg/ml^§J;5^PBS7?M#Lfc o 
[0104] 1-2 Jj&£ 
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[0105] [^9] 



MAb « 


EH ffl 








^7 ^ x . u- 7 ^7 ^ 




NOA 


NOA 


RCMOA 


RCMOA 


X * «t U > ^ -f "7° 


301B5 


+ 


+ 






IgGl (k) 


304E4(PNOA1) 


+ 








IgGl (k) 


305G5 




+ 






IgGl (k) 


306B2(PNOA2) 


+ 








IgGl (k) 


307G4 


+ 








IgGl (k) 


310G7 


+ 


+ 






IgGl (k) 



311E11 










IgGl (k) 


314E12 


+ 








IgGl (k) 


316G1 


+ 


+ 






IgGl (k) 


63E5 






+ 




IgGl (k) 


65F2 


+ 






+ 


IgGl (k) 


68G4 


+ 




+ 


+ 


IgGl (k) 


69H6 


+ 




+ 




IgGl (k) 


74G2 


+ 




+ 
4- 


+ 


IgGl (k) 


115F8 


+ 




+ 


IgGl (k) 


117F9 


+ 




+ 


•I- 


IgGl (k) 


119D11 


+ 




+ 


+ 


IgGl (k) 


948G1 1 (PD0A1) 


+ 




+ 


+ 


IgGl (k) 


962B8CPDOA2) 


+ 




+ 


+ 


IgGl (k) 



[0107] 2)m& J &4kW 

NOA^^W^5^fe©MAbfcSV^f4RCMOASrlfttil^5fe&©MAb©|a-^* 

301B5^316G1^304E4 (PNOA1 ;FERM ABP-10265) £306B2 (PNOA2 
; FERM ABP-10266) „ RCMOAtlt 1 1 7F9i 1 1 9D1 1 ^948G1 1 (PDOA1 ; 
FERM ABP-10275)<l;962B8(PDOA2;FERM ABP-10276) ^iftV 

&>T<DMMM&* 301B5£316G1/117F9£119D11#^ 304E4£306B2/9 
48G11^962B8^#t^X.7t^j;VN(D-ebj;5^ i o 
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[0108] 2. VZ/V^y^ElASA\Z.£%^&m$^m.&foM<DfeM 

2-1 mmxi^m 

ftIUc(«A)„ — ^^^W^**MOA^lmg*«9, 6g<D|}^ 0. 2m 
l(^2-^/^7>^/— /V, lml(D50mMhy^-i^^MW^(pH8. 6). 1. 5mltf> 

tt^S^ToTto lOOml^^^^^U PBS^lOOmHC^T^U 

1t 0 '^b^bt-PBS-eiOOft#l^b, M*^ttOA(i^TrUDOAj^V^) lOOppb 

l£B) 0 £fc, NOA100ppb^^^UDOA100ppb^?S^*-f o^(NOA&(F 
UDOAte#50ppb^»&£) , M^S^rO. 005M^{ft^^^&>3f§(D#|l?^^ 
^MLfc(#f^C) 0 i^^K-r5/^ELISA^#k|*bfc^#«10^^-r o 
^^MAbaS^W^#^f*25 i ag/mH^ ^fzM^tzM^lt^r 12. 5 
M g/ml£U ^fH?25 g/mli^SJ^-Uto 
[0109] [^10] 



No. 


> & MAb 








301B5 


#&l£A 

( ^ l£ 


316G1 i: 117F9 t^ii-a 


119D11 


301B5 £ 119D11 




301B5 


itfU&B 

; <«£) 


119D11 

301B5 £ 119D11 corg-£ 


urn 3 


301B5 


^^§k L c 


119D11 


301B5 <fc 119D11 C9#^ 



[0110] 2-2 

07^i-J;5^> *^ttOA^^Ufc(Kai)-e«301B5^a^, 301B5i:l 

30 1B5^ £ <9t>30 1B5 1 1 9D1 1 ©1^© ft ^-tr^^PM^^^ MfjtJW 

©UDOA-Ci^, 301B5^m~ei%.W.ytiW.&W.#>btl~? , 301B5^I^316Gl{iUD 
OAfci-^L/feV ^<Dt^X.btVfZ-Z)K 1 19D1 l^mt301B5tl 19D1 KDU&CD 



WO 2005/085847 39 PCT/JP2005/003799 

^Ste25g/ml-efc«9, m&-?fe*:th^th¥fr<vm&<V12. 5mg/ml-efcofc 
[0111] 3. ^J*y?v^blZ£Z&&&Xfi3z2E&OA<D&M 

3-1 uPrmmm 

2mM^r>^|f#fm(pH9. 0)-eimg/ml^§j;5{-119Dll^t^316Gl(DM 

Abmm&^^u&mw&MMisfz-o *>e>a>c«>o. 2MKBft*y^asssrcpH9. o 

fcH$4Lfc^=*tH'Ki§i£ ( V^*fc$l) 5mH£MAb^fe500 /z Dbn&, ^m?30 
ftmm&U-zM, 10%BSA^RSr625/zl^^, £kKll5#|fBSJS£iIrfco 3&fr 
#*&fTV\ i%BSA^-COD525=i. 0l£&5J;5MSiLfc„ #9**— ;vU^ 

[0112] 2)^w-m^it^^y(DYm 

PBS-e4mg/ml£&£ £5 1 1 7F9^TJ?301B5(DMAb^aifc§V ^U^^Wt^M 
$iU ^Yn^;vn—^yyuy\zLWMm^^nm^^:tz. 0 1%BSA, 
O. l%Tween20^tpPBS-C37°C, 2B#^^a^>^, PBS^i^Lij6M£ 

[0113] 3)^y^n^h^hy^7 0 (Z)|aiz:i!T'fffi 

-elBMb7 v cNOAMu?^uDOA^igl:#|Rbrffiv^7t 0 

[0114] 3-2 MM 
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30 1 B5RU&=i n>TKS«3 1 6G 1 (Dtf&^t iz. X <9NOAte 1 Oppb3nM& Mir &r_k 
dS-ClrfcjftS, UDOAfilppm-e^m-C^Jfed^o^o — ^ 117F9&t*&=»l^rKfit 
S$119D11<D£&^-^J;«9, UDOA{*10ppb*-t?^mi-^^t^-e^fc^ N NOA!4 
lppm"e^^im-e^^^ofc 0 £*UC*fL/r^ 301B5&mi7F9<£@^fW7L#$g-£- 

^<D#{^ttOA^^^^MAb^*^ttOAlcl^^^MAb^m^^* 
[0115] rfT|g(DpTWk^V^mffl^y^P^h^hy^-e{i, zf^PkLrXO. 01M<Dj£ 

[0116] 4. ^tt/*^tt^A3-rK^^^Blfg^MAb(Z)ffii37: 
4-1 Mf^&TJ^i; 

l) - T7hy^An^K (WT tomj t\ >5) <^IQM 

g^^ll»^(pH3. 8)i!^bf' 0 lMg^llW^^USW^ 8, OOOr 

pmX20M^U _h*t^HII|Xb^o &hlZ s TSK gel DEAE 650S (Tosoh) ^~-f 

M(pU6. 4)£fflV\ NaClCQO^ibO. SM^y^T^^rn^M-J^OM^lIfU 

3)£bfc 0 '(^**MOM^lmgAf9, 6g(Z)M*^ 0. 2mltf)2-^/V#7°h^/— /K 1 
ml(D50mMby^-i£^Mttn$(pH8. 6), 1. 5ml(D^^7K^P^., T;V^7^;V 

xm^tzM, ioo o c-ein#r^^/w^-e^p^ x m^m^m^m^^oMm 
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^#t-T§*-e-20°c-e^^Wbfc o 
[0117] 2)sm 

MV^fCo Ifldl^^te, ^^:7n^hT^/^MDifco)3rO. l%<Z)NOMXii 
DOM^soOm lAofc^-<^K/V7^3-~7^#ft-f o^JPx.. #>v^^^^^ 
— ^-C8t#LTf^$4bfc^^/^3^Sr^|*bfCo Z.fD^A&B^&immit.r) 150 
/zllffi&rtfc&JftUfco *7t, ilWEi&fcJ:, 3M^C0^Pi-e2lHlffofc 0 ^ 
^^n^^hT v ? 3./^^h(Difco) ^0. l%©NOMXiiDOM^500 n lAofc^ 
'^K/K^Sl— ^^flrToin^.. aJ?/V?-y^J^^— ^T^LT-f^bfc^ 

[0118] 3)jfiL^fet#:tt(7)Mfe 

^n^Sa^^^IgGCH + L)^;^ (Jackson ImmunoResearch Laboratories Inc.M) £rffl 
V^fc 0 

[0119] 4)/^^yK— rnftm 

, +^tC*n:#:«*S_h^S 0 ^^tc 0. l%NOM^^X^DOM^|^100mlSrM 

3riHH#)$L RPMI1640-C?5fe#-bT, fcJtM^n^yi/a (Cell Strainer, 70 mm, 
Becton Dickinson) SrilU #lli*fflJMM$2r#fc 0 1, OOOrpmX 10^©jS*^Ht 
l-J;9Mi«^lfc#>, #SRPMI1640TN«^UHJ»£#^hLfc o r<£>J$||$ 
«!K flUffi (P3X63Ag8.653) i»i»/}U0 : 1 

J:5te:iS#U Ml, OOOrpmX 10#©jS'fr5MK«tf?V\ ^Wr-3r#fc 0 ^<£>^v 
5/h^W^*3, 350<D45%^y^l/^y=i— /V^Tb»Sll-^^fTofCo 
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/n-T^UK— ^ffli£ift(10%«?i£jfiL?# , 40mM©2-^7'bx^y-;V, 100U 
/ml<D^^>y^ 100m g/ /ml(D^hU7°h^^V^tpRPMI1640itife) {CIO 
0 ix McDt/K^rlJ-^^ 0.4/i MOT^T^y^ 16 n M^^v^^frHATill 
^®i*^P^L. 5X 10 6 cells/well^?)J;5i-24'>ji/KD^J3a®*ffl7 P ^— MBecton 
Dickinson) ^5>&U 5%CO T37 0 C-ei#^Lfc 0 

2 

[0120] 5) ^SfcfcJ^n— 

V>"C, 0. 9ceU/weU^Jfe5«t5^96^3i/KDjiS|aj}a^^ffl^'U'— MBecton Dickinson) 
»BALB/c^^J»JftJ(|HlfaSr5 X lOecells/well^^i^i-ge^^/UfflJ^^ffl^ 

JfcjfiLffl. 40mM(D2-^/V^77°h^^/— /V. lOOU/mltf^—^y^ 100 g /ml<£> 
^hvyh^v/^-^tpRPMI1640J^ifi^fflV^fc o 
[0121] 6)mfo<nWfrRXFMAb<Dffi$k 

Jones^(1990) \Z$&t\ BALB/c^^^^^n^hTv^^h^O 
. 2ml0|^P fc 3^^b7i o -M^fc«95X106cells(D^n— ^JflSfltz.^ 

^Protein G %?MT"?i/<YJ* ~7T'^^T) ^i«9*tSbf' 0 
[0122] 7) MAb<D#ttiMAb©^7^, ^^^^SLW^Zf 

^(D@^b$t^rtNOMX^*DOM^MAb^ffl$-fr ; 5^"?ife^fflV^ N l£fc, 
MAb£f1MB&i§r5^'S:£rJBvyfc 0 *7h, MAb(D^^S.W^9^^ov> 
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Monoclonal mouse immunoglobulin isotyping kit (Pharmingen) tdj;^ IgG^U Ig 
G2a, IgG2b, IgG3, IgM, IgA, IgL ( k ) &T>lgL ( 7 ) SrifeJtUho 
[0123] 8) MAbcDlf 

*tMbfcMAb^oV^-C, i^^K-r5/^ELISAiC#k^:i-§7hfe, ZtVettf?*^ 

, 7K^^b2mmBm^fc 0 20mg/ml£/£3J;^3:PBS-e«&Uc o 
[0124] 4-2 

1) ^NOMMAb&U^DOMMabO#t£^5^ V"???* 
NOM^*)-i-§#Mtt^oMAb7e^, DOM^i-£#Mtt^#oMAblO 

[0125] [Jill] 



MAb^r 






* tt S ffl 


± tt m m 


9 =y X • it V* 




OM 


OM 


OM 


OM 




47E5(PN0M1) 


4- 


4 






IgG2n (AC) 


50A12(PNOM2) 


4 


+ 






IgGl (K) 


52C6 


4- 


4 






IgGl (k) 


53E11 


+ 








IgGl ( AC ) 


56E4 


4 


4 






IgM (K ) 


57G12 


-h 








IgM ( ac ) 


60C11 


4 








IgGl U) 


628E1 (PDOM1) 






4 




IgGl (^c) 


G40G11 






4 


+ 


IgGl (ac) 


645B5 






+ 


+ 


IgGl (ac) 


648A9 PDOM2) 






4 


+ 


IgGl (AC) 


658B6 






4 


4- 


IgGl (AC) 


663A9 






4- 


4- 


IgGl (K) 


668D6 






4 


+ 


IgGl (AC) 


670E1 






4 


4 


IgGl (AC) 


671H8 






4 


4 


IgGl (K) 
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[0126] 2)|a^-fr^# 

NOM&$imi- ; 5fcbb<DMAb<Dm& J frfe, I^K-fs^ELISA^tf^EMS 
(D&fribmmVfCo Wffe^ 47E5(PNOMl;FERM ABP-10279) £50A12 ( 
PNOM2 ; FERM ABP-10280) b&m^ ^K^^:tVXmtKVfc 0 £fc, _h|B, 10 
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m<0^y^n— ^/M&ritfteSrJBV ^TI^K^s^ELISASr^TV \ ^*>J®g<Dii5V ^628E 
l(PDOMl;FERM ABP— 10277) ^648A9 (PDOM2;FERM ABP-10278 
) k&m\ ^K^tVXm^f'o 
[0127] 3) I^K-lV^ELISA^ &Z>^/?n— f;k^#:iOM©M 

PNOMl*5j;OTNOM2(Di^^K-f^^ELISA-ett, ^^tt^tfU^Kte^ltij 
-C#7t^ % ^^^^K^^o^^ffi-e^^^ofcCgllOo *fc. PDOMl&J; 
OTNOM2(D-^>K^^ELISA-ef*, ittOM^ttH^fc^\ *fttOMT1i 
10— 100ppbtf>f!QT\ ^Jg/^ig^ofc (Hll) 0 L^U TV— M7i#:tbTPNOM2 
^t;PDOM2^fflV^, tf^-^^^i^^L-CPNOMl^tOTDOMl^rffiV^^^ey^ 
^/V^{$^a.^t>^T7bf->'K^^-ELISA-e«, #t*iftOM© 10- 10 

Oppb-elt fflJ®£<£> ft _L#SfB8> bttfc ( El 1 2) 0 
5. -r^y^a-^h^i^OM^tl^LfclPSO^m 
[0128] 5-1 WftRXJfijfW: 

2mM*^tg»S (pH9. 0) -Clmg/ml2:&5 «t5 fcPNOMl<£>MAb*g$e£rH 
MWio £>^C#)0. 2M^^yt7^«^?pH9. O^MLfc^n^KIS* 0> 
^|±M)5ml^MAb^^500/il*Px. N ^a^30^l££j£UifL 10%BSA 
^^625/zl^JPx., $b^l5^raHJ^$^c 0 jS^I«£^TV\ l%BSA|§$re 
OD525 = l. 0K?£Z>£?mmL,fc o ^^^lny^a^-h/^K( P *^JK7 

[0129] 2)^mmt^zfuxDi^m 

PBS-C4mg/ml^^j;5PNOM2(DMAb^-R^Sib, ^hn-fe/Vn— x^ls? 
V^^tSH^^^L^M^^Co 1%BSA. 0. l%Tween20^tPPB 

S-C37°C, 2mm7'^y3c>?&, PBST^#U&^$-fr7io 

[0130] 3M^/^n^h^hy^:/<^li.^!¥fl5 
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ie^oo. i%mm^fi^tim^ 5o°c, 75°c, iooxy^i*m#mut&<D 

[0131] 5-2 

ipeii, iooppb*-c^mi-5-i:^-ctfc„ £tf>*k£fl^ ioo < ct?i^ra^^-r 

^PlMffl^^fc^W, J^CD#«tt^J£ffll^KT^ ' CO feiOMM Ab 
V)$tMvSmx*2bofc 0 U0>U 100V,*MttM^MXn.OWL(D4J*J?ri^bX\Wi 

[0132] 6. ^OAMAbt^OMMAb£CDflfffl$I;^ 
6-1 ^ife 

_h|ECO^^J;«9, PNOA1, PDOA110PNOMl(Di£ftfci#:l^, tlKtP 
NOA2. PDOA2&OTNOM2(^3n^K^MM^^ffl V ^c^/^n^h^hU 

[0133] 6-2 

PNOAl£PNOA2, PDOAl^PDOA2*Dj:OTNOMl^PNOM2CO|a^'^t) 
•Sri*, *K^*U:fBi33UfcJ;5fc 3 W©^tt/*^tt^-OAfc5v>f*OM^tL 

^^X^Mm^M(Dm^\a^m'\^OARXlOM^Mir^MAb^R^U 50^10 
^b&X^fCo 

[0134] 1. ^tt/^^tt/J^^^yT^^^^BT^MAbcoffllVz: 

1-1 unRxi^m 
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/J^B&fcO. l%m.ik^-hVVJ±MW&2mmi)\\?i, 10, OOOrpmX 15^31'i^litL 
fdo #^>tbfcM^20f§*(DO. OlN^^Px., jf #fL 10, OOOrpmX 155>3S 

mmz70%bts:Z>£y\c^;--/v&1}\}x., 10, OOOrpmX i5ftj&>b&mut 0 #£> 

thfc±m %Mm7k-eM$rU fiGLW5^#fc 0 ®jGlMftte£hK. Sephacryl 
S-200HR(Amersham Biosciences) $rffiV^^ V^T^KX^WM^o ^KtfBfcfiO. 
lNBfc8fc£fflv>TGL£#iiiU ^©^K^SWm, W&qm&ft^lto ^M^M.^ 

[0135] 2)^ 

mUW}%dblsX, 5Mt£<7)BALB/Wr>^ ( 0 ^WT^^iiM) 5M^ffi V ^^i 0 
IfllErife^a^ ^^:7ti^hTi^^MDifco)^0. 1%<DGL^500ju lAofcx 

v%>-£#mUc 0 ^(D^-v/^a^lM^fcDlSO^lJgJSrt^^bfCo *fc, it 

Difco)^0. l%(DGL^500MlAofc^5/^^K/V^3.^-7^^m*PX., aff/V^y 

^ tdO 1 50 /z lMiert I^Lfco 
[0136] 3)i^$ifrft©ig 

|^|Mlfe§V^{ii^iin^^'trGL ; Srii# ; fL.7J:lMr^ ; ^^s ^3-BALB/ c-^^^coMolS^- 

#7t 0 ^ib<Djfc»m0{g^j££f^U #MlS*ELISA^J;^^lk^<^ 

(H + L)^!^ (Jackson ImmunoReserch Laboratories Inc.IKO %:^\^fc 0 
[0137] A)^y^—^(Di^U 
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o ti-Md^4 0 -?^J;«J#«ISriime<il!:«fmLfco J»»SrfW§)«, rpmii 

^H*^--Yn^5/->-3.(Cell Strainer, 70 mm, Becton Dickinson) £rM 

U »iifil»#fc, l, 000n>mxi0^O3SiL^«l3iJ;5J»J«jWJjaSr^fe, 

OOrpmXl05><^Jt'L^«ISrfTV\ ^Wr-^#fc 0 Z.(D^UyhK¥>i&&^M.3, 35 
0(D45%^y^^-lx^y= 3 -/V^TUffl^g3l^^Tofc 0 M?§?fcRPMI164 

10%4^£J£lftL?it, 40mM(D2-^/V^7^ o h3i^y— /V, lOOU/mKD^—v'y^ 10 
0mg/ / 'ml(D^Mx^ P h-^/riX>'^tPRPMI1640i:t±fe) fclOO /z M(D^^>^ 

, o. 16^ M©^^Srg-tfHAT3B*^fl&SriD^.x 5X 10 

6 cells/welli^§J;5^24r>3i/l/CD|ffll^J: ; g L ^ffl7V— h (Becton Dickinson) ^#&U 
5%CO TSZ'C-ei^^LfCo 

2 

[0138] 5) m$f-%>mmz.£z>?v—~i/y 

^UT|^|4^b^ai/V<D^^^yK--^^OV^-r, 0. 9 cell/well^/^J:5^96^ 
^/KD$»£#J1:7V— h (Becton Dickinson) M^$^£;^J;§^n— 
^<Hfofc 0 ^3b\ ^-^-M^LT, 4l^BALB/cV7^«iJSIr5 X 10 6 
cells/well^^J;5^96r>^/^iBl^j:##ffl^V— h<D^r>^/^t^n^fc 0 ^n--X 
^£tLfc/MVyR— ^(Dm^iat, 10%^^Jfit?t, 40mM(D2-^7 P hx^y 
—/V, lOOU/mKD-^^v^y^, 100 J ug/ / ml(D^h^7°r--^^>^'a-ti'RPMI164 
Oi^^ffiV^Co 
[0139] 6)fet#:(Z)^y— 

*ty?Vi—^-/Vf?iWl(DX?y—^Jfl^ 5fc^ttGL (l^T TNGLJ £l ^5) 
^/V^v^/WbGL (£IT TRCMGLJ t\ ^) , 0. lMgr^ bT^GL (J^T TA 
GLJ t\ ^) , 70%3i^y— /V BT^bGL (J^T TEGLJ t\ ^b) , ^tt^J-C iqWfcUt 
GL (l^T TDGLJ £V >?) t->Pf-r§^tt»j4V ^f$^3r ^i#Mtt<^M&3^ — 
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^n^ttVfc 0 RCMGLii, *tMGL^10mg*«9, 1. 4MMJ^-^ifcHNff?R (p 
H8. 6)lmU 5%EDTA100 u U 1. 2gMl^ 33 /i l<D2-p</V#:^^/— /V^P 
X.2. 5ml^^L7>fL ^3^^gm?rfTV\ 37°C, lB#^(D3S^a^f ofc 0 
$£>l^ IM^NhOHSOOm H£?§#?Lfc89mg<£>^/3— }?W?W&lJa%M : #tfxW& 
Lfc^, S^-eiH^^^^/^^r^^/Hk^TVX RCMGL£Lfc 0 i^*_htf CON 
GL, RCMGL, AGU EGL^OTGL^^f-r^SJ^tt^M'n'^ELISA^iOP 

[0140] 7)Il7K<^^^^:U ? MAb(D*tM 

Jones^(l990) ^g£V\ £i\ BALB/c^^-^^^n^hTv^^h^O 

^Protein G JjyMT^ri/^J* ^yjV^l/T) KX^MUto 
[0141] 8)MAb©^^ '9"7??XAW'fy 

MAbCO^^^tFi^^^^iioV^'Cfi. Monoclonal mouse immunoglobulin 
isotyping kit (Pharmingen) IgGl, IgG2a, IgG2b, IgG3, IgM, IgA, IgL( 

k ) milgL ( y ) ^^Lfc 0 
[0142] 9) MAb(Dt^^-Wb 

SttMUtMAb^oV^ I^K-f 5/^ELISA^#t^§f c ^^ ^ti^fh^^ 
fcmm&ftofc 0 50mM<D^ll«(pH8. 5) £fflV^20mg/ml£/£3J;51$ 
®U DMSO^3mg/100Ml^Afbr^NHS-lf^^^fel0/zliPx., lf# 
7K^b^^^,2B#^#gb/ > c 0 ^<D^k. 20mg/ml^§J;5^PBS-eg#b^: o 
[0143] 2-2 1^^: 

l)MAb(^3l$R 

M©±sr w^vtfes^yr^y (gl) ^M^FMre, mm^^y— /> 

iZ.f&VrZ>#>'<?M-?$>Z 0 PBS^^^L/cGLCNGL), Myt^/V^^^ 

/M^GL(RCMGL) N 0. lMg^^ bT^^GL (AGL) , 70%^/— ;V RT^bGL (E 

Z)MAbX*2bZ>fr$:$mistc 0 ^GLMAb(D^^tl<DGU^-r3^^V^hELISA<D 
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PGL1 (FERM ABP-10267) „ PGL2 (FERM ABP-10268) „ PGL4, PGL7 
[0144] Dgl2] 
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[0145] 2) 1^K-f ^ELISA^itSm^^ 

^VW^hELISA-C*Xb7tPGLl, PGL2, PGL4, PGL7^fflV^T, ^X<DM 
AbC0ffi.^t?-fr^oV>Ti^^K^^^-ELISA^fo7t 0 ^UTvVteNGL, RCMGL 
, AGL, EGL, DGL£fflWc„ V^^^^GL^^^^m-C^ 
fccDte, PGLl^PGL2(D|a^t)^r-e$?ofc 0 PGLl^JL2^;^fc1^>1^f:y^-E 
LISA(D^^E|13^-f- 0 ^(D'ftb.^ia^'n'^-frt-oV^T^^K^^ELISA^ 

■&g a \Z.m* ^^B-e-^*tLSGL^m«MAb^L-C, PGLli:PGL2^SRLfc 

o 

[0146] 2. PGLl£PGL2<DfgifH- ; 5rct 0 h— ^°C0|@B 

4J^yy^yT4>^\ ^^w-tmw.-r^^v—^m^r^tz.^^ a-page^ 

£fLafiandra,D.&Kasarda,D.D. V ^A-PAGE (Cereal 

Chemistry„62,314-319 ) 1985) ^£«9^g|Lf' 0 ^tbfc^V^fflV^-C, nz^hn^n 
:y^>^^J;f9PVDFjjf^fe^Lf' 0 fe^bf'PVDFjj^^PGLl^PGL2(D^-h 

m d/iooo) &Ki&tsitfc<Dib, ^-fe^-fr-c, mn-rz>tt°b— -f&m&uto 

W^k. mi4\C7jk£frh%£y\Z.^ PGLl-C^m$^^^^^ff^^^K^PGL2-e 

femmzntt^fco ^.(D^t^h. PGLii:PGL2i:^m^^^t>— ^mmir^ 

[0147] 3. 4J*y?v^u-£%m&Rxf^m'VkGL(DWim 
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3-1 tfmRTfjfm 

2mM*-)ii»i(pH9. 0)^lmg/ml£fc5<fc5fcPGLl (Xi*PGL2)i£$&£: 

^V^t^SmHCMAb^^SOOMl^Px., ^MX30ftm&fol,tc%k, 10%BSA 

OD525 = l. OKftZXommLfZo ^^—^M^^^—W^iU^V^T 
$±m) K68n l/cm2^5<£5M?U &M£-&fto 

[0148] 2)fcVfmmk*>-7^<Dvm 

PBS1?4mg/ml^3J;5PGL2 (XtePGLl)?§$t£iiMU —hn-fe/Ha— 
^V^^[i:^^t-M*b^^fc 0 ^(D^ 1%BSA N O. l%Tween20^-£pP 
BS-e37°C, 2B#^^n^>^#, PBS^i»Ls|&M$-^fc 0 

[0149] 3)^y^n^h^hy^^iaiz:i!¥ffi 

[0150] I^^LTte, /J N ^^^20f^m^PBST(PBS(31^y^^iy3i^l^>-y/Vtf^^ 

^x^^mx^mit\^tz^(D^m\^ 0 

[0151] 3-2 Mm 

xmtvx4J*/?ti^h^£%tkm%k$:Mmu wmvft Q fpii^tii, ^ 

miR$tbTV^5TWVy^m^b^l^C^#:^fflV^TV^miEA.^t^rfT|gBtJt 
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m^b^n^mm, m^i^n^ mm^^b soppbms m-r^-t a*-e 

[0152] [^13] 
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[0153] #Ckl, iiCtD^^CTW^ViW^lSU, TfflR^^^^fflV^TMb 

fc 0 Mtafcfco-m. ^Tff|g$^^-cv^§Tw^^v^m :3 r5/^^fflv^§mlSA^. 
, miSA-e^, *^tfeit/^£4ppm^T<«ig^»m-e^i\ ^tfe^-^-ro 

[0154] [^14] 
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[0155] 1. ^24kDa^^fCMAb&t^n76kDa^/^fCMAb<Dft^ 

1-1 unRxijfm 

(BioRad)£^T*tM^Tofc 0 24kDa^/-^fC<DftM^ Wffi3^^JCW 

95 o c^4^mMmi^tih(D^>^t^xmnu r^j^r^i2%^m^^ 

£fflV^:7V^:/i?/k960^-C^WU 24kDa^>v-?^|C^#f~ 0 76kDa^^^^@ 

12%^g|^^/V^ffiV^fc7V 5 /y 3 ^r/^960^T^[i^U, 76kDa^^lC£#fc 0 # 
XO. l%(D24kDa^>'^n^WRXfO. l%(D76kDa^^^^W^^tt^^ 

m-r^x-20°cxm^W:^tL o 

[0156] 2)fOM 

Wtt^LT, SMt^BALB/W^ ( 0 ^UTW^ttM) 5M£ffll ^ 
RXfO. l%C076lLDa^^V:W^^:ti^:tl500 ix lAofcx^yK/V7f a- 

^^^ft-fo^px., ^/vTiy?^^—KxMw^xftmvfc^/^B>&mn 
mm<Dr$mx2mftotc 0 ftma-z, ^^:7n^>-hT^^MDifco)£o. 1% 

<Z)24kDa^/^Jf|§$tRtK>. l%(D76kDa^>v^Jt^^^;ft^;ft50^ /z 1A 
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ft, 

[0157] 3)jfiL^fet#:ttcDMfe 

S^^ ! L"^^ 7 ^IgG (H + L)^C#: (Jackson ImmunoReserch Laboratories Inc.M) ^rfflV^T^i 

o 

[0158] 4)/M^yK— r©f^58 

, ^ftK#ifcM&±jfi<>tc^VxK, O. l%(D24kDa^/^^ff^|RXttO. 1%<D 
76kDa^^N^M^«tL^tVl00 ju l^IgPtIJ:9MLfc 0 fNlR&*W^4 0 

^-^fp^jy^z. (Cell Strainer, 70 mm, Becton Dickinson) £MU #)!#Mt2§K^ 

P3X63Ag8.653)^m^»WlO:l^§j;5^M'^U Ml, OOOrpmXIO 
#<£>^'k#8t£fTV\ ^Wh£#fc 0 ro^Vj'M-^^iS, 350<D45%tf?y 
^^l/^^y=3-/k^TUBJ3SB*^^tto^ 0 |0J^^«^RPMI164O^Px.#|R 

aS'^il-C^Wh^LfCo ^^^yK— ^ffll§J*(io%^i^ 
iktf , 40mMC02-^/V^7>^/— /V, lOOU/mlCQ^^i/y^ 100mg/ml(£> 
^hvyh^v-^-^t^RPMI16401$j3fi) ^100 ju MCOt^i^-^^, 0. 4 ju M 
(DT^y^V^, 16 MCO^-^^^MATM^J^lfi^P^L^ 5 X 10 6 cells/well 
^5<£5^24C>ai/V<D|HJ§&i##ffl:7V— h (Becton Dickinson) ^rfr&U 5%CO 

2 

T37°C-ei:##L^ 0 

[0159] 5) m^%imz.£%?v— ^ytf 
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mm^mm-7°i—h(D^^u(Dmm±^^^x, elisao— ft&tfttLxm 

—^(Dfcfe&m^-fCo ELISA^£924kDa^^|CXte76kDa^^|f^*j-L 
X^\^^.\Jz.^7^.;V(D^y^)V--' ?toV^T, 0. 9 cell/well£&3J;5^96r>cn/V 
(Dmmsmm^—Y {Becton Dickinson) (£^U 

frofco *3b\ 7>r— ^— »I)I&£L-T\ 4M#BALB/c^?;*j»J&*fflJJ&<Sr5 x 10 6 

—/V, lOOU/mltfW— 100g/ / ml(D^M/^ o h^^^^tpRPMI1640 

[0160] 6)#Cfo<DX?})—^sf 

^S?T2—j-s]s&tfc<DX?V—~^yi'±^ 24kDa^/^f|\ 76kDa^^f|\ P 

nTi&ffctf:, Wfi^^fC^lOmg**^ M*6g, 2-^/V^^>^y— /vo. 2ml 
„ 50 mMOTris-HCli^fi^CpHS. 6) lml, M&fol. 5ml^Px., TtV^HrJ 

bfc 0 *g^_h?lf <D24kDa^^{|\ 76kDa^^JI\ NBW, %OJT>WN\Z.MiT 

[0161] 7)JfofC©«^ < RtJ«MAb©«fjK 

Jones^>(1990) &£fi§V\ £i\ BALB/c^^fc^^^u^hTS^^bSrO 
. 2mlflfB£ft^&tJUt 0 imm^—mmti'05X10 6 cel\sCO^vi—^^titc^ 

^Protein G jJ^MT^r^J* 77^7) ^<£«9WMbfc 0 
[0162] 8)MAbO#tti:MAb0^5^, ^Zf^^JSeX^^Zf 
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, HffiSsSrfflV^ mffimtVX^ 24kDa^/-^®, 76kDa^/^{| N NBWXte: 

o &ft^ MAh(D??^lkXf^y*? : 77-.\Z.^)X^X\'&, Monoclonal mouse immunoglobulin 
isotyping kit (Pharmingen) IgGl, IgG2a, IgG2b, IgG3. IgM. IgA, IgL( 

k ) &tttgL ( y ) ^feL7^ 0 
[0163] 9) MAb^tT^-^Wb 

ft^S^Tofco 50mM<D^ll«(pH8. 5) £fflV^T20mg/ml^3J;518 

7K^L^^b2B#^^gb^: 0 -?r(D^ N 20mg/ml^^J;5(-PBS-eg#b^: o 
[0164] 1-2 ^ 

1) ^24kDa^^ff MAb£76kDa^^JC MAhCDW&b??^ ^"f^^ 
24kDa^^^©^^-«#MttSr^oMAb5«|g % 76kDa^W^®(<: 

15^^16(^bfc 0 
[0165] [^15] 
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[0166] [^16] 
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MAb« 
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[0167] 2)Jfi#iNH z f : 

ia^LT, NBW*5j:t^DBW^tHi-^fcJ?)<DMAb<Djffi.'B^irSr > ^KTs^ELI 

SAfc:fcrt5*fefflJS£©£a»kjBfflUfco ^flfe^ NBw^m-et^m^irb 

7V— h@^k^L#:PBW2 (FERM ABP-10273) £tf ;*-^>"fb#fc#PBW3 ( 
FERM ABP-10274)^ Wz.^ DBW^|&m^3;ifi^^;b-£r£LT, 7°U— h@ 
^b^fc^PBWl (FERM ABP-10272)£tf;^Wb^f*PBW2^$RUt o PB 
W2^^OTBW3(Z)i^^K^^^ELISA^j;S#a^^W^^^W^^i-SSJ^ 
tt<D^^HI15{c:^i- 0 PBWl*3j:TJ«PBW2(Di^>'K-Y5'^ELISAlJ:J:5^ 

[0168] 3)MAbM^"e©NBW, DBWcD^ffi 

^hVy^EOSAlCiiJj^UfeMAbSri&a-U NBW, DBW<Z>^tMi*£lfe 
f&Lfc 0 ir^ib, NBW-Cii, 7V-h@^^^i#:^PBW2W4l^Lfc^<k, PB 
Wl *3 iOTBW2^M^bfcm^\ If ^ ^ bPBW3£ n &^flc£L-CJfctfcLfCo 

DBwttt, i^v^m^-efco^w— hia^b^PBwi, if^wkP 

BW2©»^fc*t, PBWl5oJ;OTBW2^M^bfc^— hH^fcfeWfe tr^- 
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[0169] 




antigen concentrations(ppb) 

[0170] 2. i^-VK-Y^ELISA^i^^B^^^NBW, DBWcD^tti 

_h|Bl. -eil^ttfcPBWl, PBW2, PBW3(D|M.^-fr^j;i9, M$k<D&ffatp<D 

[oi7i] 2-1 ttWRTfjrm 

[0172] [^17] 



m$sn 


TEST 1 


TEST 2 


TEST3 


Control 


B^m {%) 


83. 0 


83. 0 


83. 0 


83. 0 


N a C 1 (.%) 


2.0 


2. 0 


2. 0 


2. 0 


#'J U >SN a ( % ) 


0. 2 


0. 2 


0. 2 


0. 2 


lift h U *J A ( p pm) 


1 20 


120 


120 


1 20 


7X3;lh' >g£:h h U «i? A 
( p p m ) 


300 


300 


300 


300 




14. 5 


14. 5 


14. 5 


14. 5 


>n i?S(ppm) 


200 


20 


2 


0 


£3f (%) 


99. 762 


99. 744 


99. 7422 


99. 742 



[0173] 2)^K^>^ELISA^<££^*##f 



WO 2005/085847 



58 



PCT/JP2005/003799 



7C 0 3, OOOrpmX20#<7}^'k#^fTV\ Jif#£^^>igUfrfe><£>£:0. 5ml$!j<9 
J&«9, PBST^9. 5ml^Px., ELISAffli^^/V^L7c 0 ^Mlto^i! ^PBST^r 

^/V^LfCo ^^/HgSr*t)5tt), 1%SDS, l%2-^/V^77 P h^^y— /V^tpPB 

s 1 9 g ^px.*^e> ? ^-riF— i-r 30#^#L7c o ioo°cm#rw«a^ 

ffo7^ 0 ^«3, 000rpmX20#<D^[^fl££lTV\ i2ft^$£-?^jiUcLt<D£- 
0. 5mlSlJ«9^(9PBST^9. 5ml^Px., ELISAffl^^°/V^bf' 0 ^-fillim^tl^ 

sds, 2-^/v^h^y—/vmm^n^fc^n^^Kco^m^^m^^ 0 

[0174] 2-2 ^ 
[0175] Dill 8] 





TESTl 


TEST2 


TESTS 


Control 


?ls in S ( p p m ) 


200. 0 


20. 0 


2. 0 


0. 0 


|Ff IS ( p p m ) 


189. 3 


16. 2 


1.8 


N. D. *2 


in (%) * i 


94. 6% 


81 . 0% 


90. 5% 





* 1 : (frffim/WilXiM) x 1 0 0 

* 2 : ftum-r 

[0176] [Jtl9] 





TESTl 


TEST2 


TESTS 


Con I ro 1 


Jill 1 ( p p m ) 


200. 0 


20. 0 


2. 0 


0. 0 


ft t/f fit ( p p m ) 


156. 6 


18. 0 


2. 6 


N. D. 


i»R4-; (%) * i 


78. 3* 


90. OX 


1 11% 





* i : CAffim/mmm) x i o o 

* 2 : ft ffl -a- ?• 
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[0178] $k±<DW%$^ ^^m.m^^xoK^mm^wm.^>^n-^-h, 

[0179] 3. 4J*S^^h\Z£Z&1^Tfi^&*t£fo?>'s*?M<DlkM 
3-1 Mf^&TJ^}& 

2mM^mmnM (pH9. 0) -eimg/ml^5 £5 ic!PBW3MAb^^^|S^L 

^t^Sml^MAb^^SOO^l^Px.^ ^?a-e30^^SJ^bf'^, 10%BSA^|g 
^625/zl^P^U £blC15ftm5Clt^fz. 0 m^m^nW l%BSA^$te<DD 

525=1. OKftZ&mMUZo ^^—/^m^^^-w^iB^vj^r^t 

[0180] 2)fei;#:@^b^^V^(Z)f^M 

PBSt?8mg/mli:^J;5PBWl^PBW2(DMAb^^^MMb, 1 : l<DW\^~^i& 

^^/V^^mOmMy^/^y^x— (pH7. 5)-C37 0 C, lBtP^n^^ 

iomMyyt/^77-(pH7. 5) ^i^b^M^-frfco 
[0181] sMi^n^Mhy^cDfcMW 

[0182] 3-2 ffigk 

^^V^MnMAb PBW1 + PBW2, ^tf&^n^K^SfcMAb PBW3<£>£& 

#*fc:J:*K ^\Z#>'<?m3Mm. mnmizffifrb-f 50ppb(^B B p^2 P pm)^-e 
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[0183] TfTlScDTW^V^mffi-rAy^n-eh^hy^-efi, ^^tUTO. lMRi + 

»&#!J 5 
[0184] 1. ^Ara hlMAb(D#Vz: 

i-i unRxfjfm 

l)Ara hl^^'M^MM 
rfrflR£$g;ffi£fC5{§*(£>20mM bis-tris-propane buffer (pH7. 2)^Mx., MMr£ 

10000 XgTit^#ltt£fTV^fj|£#fc 0 _ttlt££ib ^Source Q 
(T^v^i*. 77/^^7)^1^, 20mM(Z)bis-tris-propane buffer (pH7. 2), 
NaCl^y^T^v^^MO-lM) fU^M^fTofCo WMbfcAra hlpf^S 
WtM-J^SW^ ^i!r$»HTV\ *»Ara hi (J^TNAhl^fET) bL-fc 0 * 
fc. ^ttAra hi (WTDAhli;fEi-) «:NAhl£:10mgA<9 N ^*6g, 2-^/V#:/r- 
^^y— /V(WT2-ME^fB-t-)0. 2mh 50mM(DTris-HCl^#f^(pH 8. 6) lm 

V\ ^fcffl^ifcR-eO. l%<DDAhllt«.m). lro^DAhl^-^tvW^Mb 
, lml^^^K/V:?^— ^500^ IT o#&LTMCI§»U ^S^«T5 

*-c-20°c-e^^Wbfc o 

[0185] 2)^S 

|JJIU^^^« N ^^n^hTS^^MDifco)£:0. l%(DNAhl}§?C&m). 1 
%(DDAhl^M^^rn^tL500 /i lAofcxy^yK^fa- ^{^firf 0#P;L, 
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o7ho ^^n^^Tv^^MDifco^O. l%(DNAhl^»7J?0. 

, ^/v^y^^^—^xmwvxi^m^^/^B>^muvfc 0 ^ox^a 

^ fc«9 1 50 /i Uglg ft fcifcUUfco 
[0186] 3)jfiL^fei#:#(DSiJ^ 

^t#:^»T/^y^^T^— if^Sfet-^^IgG (H+L) Jfcft: (Jackson 
ImmunoReserch Laboratories IncBH) £rffl V^c 0 
[0187] 4)^^yK— ^Of^fi 

Cell Strainer, 70 mm, Becton Dickinson) ^IL, Ml&BflMM^#fc 0 1, OOOrp 

mx io^©3S^ttl3ia:9J»«3lWflas^«), Si^RPMii640-eS^b«#:^ 

#r>^hu-- 0 ^.(Dmmmmmmmt^^^n—^mm (P3X63A g 8.653) mmm^ 
mmmno:iKt£%£5Km&u nsti, ooorpmx loftrt&'b&m&fr^ ^ 

Vs*&#fco M^WM-TO5H^ft3, 350(D45%^y^W^^y=i— 
TUtt|»^£fTofCo *fflJ&^fcRPMI1640£;&n;t^^ ^L^Hrc^Vyh 
fcUfco ^(D^Uyhfc. ^4y^—^m%i&(lO%^m!%£lLtn, 40mMC02-^/V 
^b^y— 100U/ml<D^— ->y^ % lOOmg/mltDJ^l^W^fS^Sr^tP 
RPMI1640i^M) ^100 /z M©t^fyfy, 0. 4 /z M©7^r!J^ 16 m M 
(D^5v ? ^?T^I>HAT^4Rj^ifi^BX., 5 X 10 6 cells/well^^J:5t-24^7KD^a 
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J}&[#^ffl:7V— KBecton Dickinson) t^&U 5%CO T37T;~Ci#^Uc 0 

2 

[0188] 5) RR##^&^«t5^n— 

mmnmmy°u— y^&v ^/u<Dmm _h?*^ov vr x elisa<d— ^mt-tx^c^ 

ELISA^ j; *9 NAhlXfiDAhl (C^fL-C l^tt^L/c^/V^W^y K—^^oV ^ 
0. 9 cell/welli:^?)j;5^96^m/VC0^J!^#ffi7V— h(Becton Dickinson) (31 

ALB/c^^J$l)!IlfflJ»5 X 10 6 cells/wellt^J;5^96^^/l-^ai^j##ffi7V— 
h<Z)#^/M^JP;if:: 0 ^n— ^^$^c/N^yK— ^<7)i^^«, 10%4^ftJM 
Jk?t, 40mM(D2-^7V^^h^y— /K 100U/ml(D^~iyy>\ 100g/ml(D^h 

[0189] 6)^t#:(D^y— 

^ey^o— ^-/^#:(D^y— ^^{i, NAhl, DAhl, £>5V^»?£^fe^:/^ 
^iCO*»^ (l^TNP-ei:gBi-) , I*M mrUP-etmir) (DAWM-KM^t 

^^(Dm^m^^t^m^m^^—^m^ttvtco np- 

ete^f££^5{gfi(Z)20mMbis-tris-propane buffer (pH7. 2)^Px., ^?&-e2B#FHl 

»#^^^^ii^2iHiffv^#e>^c_h^^wb/c^, m&i&mLitwkuto * 

fc, DP-e!iNP-e^lOmgi^ M#6g, 2-MEO. 2mU 50mM(DTris-HClMW 
*S(pH8. 6)lmL. M^7kl. 5ml^Px. x TW^^/V-e^U^ 100°C-eiB# 
Hg^/W^-C^PfgU ^\^mM^n^tlh(DtVtl 0 l§^_h?t(DNAhl, NP-e, DA 
hlfe§V^{iDP-e^^i-§HJ^tt^#^feELISA^-C|^-</c 0 

[0190] 7)M7k<DmmRx£MAb<Dmm 

Jones^(1990) fc*£V\ £i\ BALB/c^^^^^ti^hTi^^h^O 

^Protein G tl^MT^y^J^ !7x/W->T) \Z.X^WWkl^fc 0 
[0191] 8)MAb©ftttMAb©^7^, ^^^BlWH^ 

^NAhlMAbX«^tDAhlMAb(D#tt^Si-§fc>6^, HtSife^ffl Wc 0 0 
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ffiS^LT, NAhl, DAhl, NP-eXfeVP-e&hhfrC#>mft&mmfB^— h<D? 

■&%Jrfik&m^^'o *7C, MAbcD^^t^-^^^oV^Tte, Monoclonal 
mouse immunoglobulin isotyping kit (Pharmingen) t^j;^^ IgGl, IgG2a s IgG2b N Ig 
G3, IgM, IgA. IgL ( k ) ^LtFlgL ( 7 ) £r$:SUc 0 
[0192] 9)MAb(Dt^^-Wb 

»^L7^MAb^oV>T, 1^K-f ^ELISA^i£-r37c#>, -ttuPtbtf^^ 
^fb^a^fofCo 50mMC0^^MW*(pH8. 5) £fflV>T20mg/ml£/£3J;51S 
Mb, DMSO^Smg/lOOMl-tr^^lbfcNHS-tf^^^lO/zl^nx., }1# 
7kft>Vte&b2mmi&mi'tc 0 20mg/ml^3J:5^PBS-m#Uc: o 
[0193] 1-2 

1) ^LNAhlMAb^DAhlMAb(D#tt^^^, 

NAhl^i-£#Mtt£#oMAb7fllig, DAhl^1-£#Mtt^#oM 
Ab3ffiS^#7c 0 ^tL^@^OfeT:i^^^fi-S#Mtt^20^L^21 ^^L7C 0 
[0194] [^20] 



M A b # 


N A h 
1 


D A h 
1 


NP- 
e 


D P - 

e 


% -> x , it x* # ^ 

X 45 J: # < y 


2 0 3 


+ * 




+ 




I g G 1 ( K ) 


2 17 (PA 
h 1 - 1 ) 


+ 




4- 




I g G 1 ( K ) 


2 2 3 


+ 




+ 




I g G 1 ( AC ) 


2 3 6 (PA 
h 1 - 2 ) 


+ 




+ 


f 


I g G 1 ( K ) 


4 2 7 


+ 




+ 




I g G 1 ( « ) 


4 3 2 


+ 


+ 




+ 


I g G 1 ( K ) 


4 5 1 


+ 


+ 


+ 


+ 


I g G 1 ( ) 



[0195] [^21] 



M A b * 


N A h 
1 


D A h 

1 


N P - 
e 


DP- 
e 


V =7 7s . U- y £ 5 


9 6 7 


— * 


+ 




+ 


I g G 1 ( K ) 


9 7 0 




+ 




+ 


I g G 3 ( k ) 


9 7 1 (PA 
h 1 - 3 ) 




+ 






I g G 1 ( K ) 



WO 2005/085847 



64 



PCT/JP2005/003799 



[0196] 2)m^^# 

7V— h^i#:^PAhl-2 (FERM ABP-10270) itf^^ffc^PAhl-l ( 
FERM ABP-10269) , *fc. DP-e^ffl^3*S-'cH3:i:L-C:n — h^ffc^PA 
hl-2^tf ^-^-^#:t3:PAhl-3 (FERM ABP-10271) Olfi^-^jMIRU'c (El 
19£®20) o 

3)MAb^^t©NP-e, DP-e^tti 
@+B^PAhl-2 (mmHrtt^) , ^^Wbt-PAhl-1 («ifff6#^-) *5J:t^ 

PAhi-3(M^!£#^)£fe^u NP-e, vp-etDtfutimm&mmist'o ^ti^e 

tlCOMAbm&^50 g/ml^lS^Lfco ^:<7)f£J|t:, MAbfM^^-eNP-e, DP-e 
fctfe ffi £ /6 s t^-efeo fc ( El 2 1 £ El 2 2) o 

2. ^^K-r^ELisA^j:§^D R Dfp^^^a^^^«^^m 

_h|El. -Cjl^tLfcPAhl-l, PAhl-2^dXXfPAhl-3(Dm^-^:KX<0. MB 
[0197] 2-1 ^m&TJ^gi 

l) ^Vv^Mn^fEM 
[0198] [^22] 



A5*m 


TEST 1 


TEST2 


TEST3 


Control 




83. 0 


83. 0 


83. 0 


83. 0 


N a C 1 (%) 


2. 0 


2. 0 


2. 0 


2. 0 
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[0199] 



*i> \) \) yf^JN a I To ; 


0. 1 


0. 2 


0. 2 


0. 2 


3E 58 B£ ± h U f> K ( d om) 


I 20 




1 £ U 


1 21) 


7X3At*>lt h 'J OA 
( P p m) 


300 


300 


300 


300 




14. 5 


14.5 


14. 5 


14. 5 


* 7£ ffi^>/1i?S ( p p 
m) 


200 


20 


2 


0 


(%) 


99. 762 


99. 744 


99. 7422 


99. 742 



[0200] 2)1^K^y^ELISA^£3feA##f 

7c Q 3000rpmX20^^>^^^gl^ ; ffV\ Jitfr&^flt^jflUfcifctfJSrO. 5ml$!j<9 
^<9, PBST^9. 5ml^P^L, ELISAffli^^/V^bfCo ^SlftlCttlnl^lCPBSTlC 

^/l^Ut, i^^y/HgSrfl:t)Stt). 1M^3£*5J;IW). l%2-ME£r£t?PBS 19g 
^Px.^^e^-Tif— ^T30#«#L7c o -£<£>t1L lOor^lRtP^PfMS^To 

miaiJ(9^«9PBST£9. 5ml#n&, ELISAffli^^W^bfdo ^*^^«Ir)#(-1M 
Mm^itJ^O. 1% 2-ME^3®^^ t To^^^m^>'^■ ? ^ff^^|5t#^MV^^ 0 
*fc, ^ffli?-^^^PBSTSrfflV>-rttWb, PBSTi^^Lfc^^a^^^ 

[0201] 2-2 MM 

i^^K^^ELISA^j;§^V^^|^MD B p^^^^ft^^^^«^^tff^-oV^ 
t\ ^e^>i^?#l*I(DMm^23^, ^e^>^PB^D B p(DM^:^24^. *7c, PBST 

[0202] [^23] 
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TEST 1 


TEST2 


TEST3 


Con t r o 1 


•MM ft ( p p m ) 


200. 0 


20. 0 


2. 0 


0. 0 


5> Iff fl ( p p m ) 


206. 0 


18. 4 


1.8 


N.D. *2 


HI U * i%) * 1 


103. 0 


92. 0 


90. 0 





* 1 : (##r fiE/^inft) XI 0 0 
[0203] [^24] 





TEST1 


TEST2 


TEST3 


Control 


$s in M ( p p m ) 


200. 0 


20. 0 


2. 0 


0. 0 


#r fit ( p p m ) 


137. 0 


19. 5 


10. 3 


N.D. *2 


HIJK* (%) * 1 


68. 5 


97. 5 


515.0 





* i : (fttftm/mMM) X 1 0 0 

* 2 : Mfi5i±T 

[0204] [^25] 





TEST1 


TEST2 


TESTS 


Control 


ffi ill E: ( p p m ) 


200. 0 


20. 0 


2. 0 


0. 0 


# #r IS ( p p m ) 


N.D. *2 


N. D. 


N. D. 


N. D. 


lislJKts (%) * 1 











[0205] £*_L<D*£JH:a^ ^^V^»l*l(DJ:5t-^Pf^(D^^fe^^/^^«-et, =t*rjv 
^^SSrtfeW BrtB"C*>ofeo £*Le>©££a>e>, *^tt^^fCi^i^RTf£&M 

frotz. 0 tp R p [ r 1 ^e)©fS^y/^f<Dttffi|:|iIijoj;t;2-ME^ffl 

[0206] 3. 4J±;?n^hK£Z^m&&£Tfm^l£^m.?^?n<D&M 
3-1 W^I^^fe 

i) ^n^K^m&t^^v^— w<?v<D{^m 

2mM^mWMM(pH9. 0)-eimg/ml^§J:5^PAhl-l^PAhl-3(DMA 
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%BSAffiSSj625Ml&0n^ £kl£15#|I&R&<*iirfc„ ^v£«I&fTV\ 1% BSA 
?§%rCOD525 = 2. 0^3J;5i^U l:KDfiJ^-efM^b/' 0 U?^— 

[0207] 2mw-mmt^zf^(D\^m 

PBSlMm g /ml£&3J;5PAhl-2<DMAb|§^MMU ^hn-fe/Vn— 
^T^-(pH7. 5)-C37°C, lHtP^P^dr^^ 10mM!JygS/^7r-(pH7. 5) 

[0208] 3)^Ay^n^h^hy 5 /^ p (D|B.i:^!M 

[0209] 3-2 

y^V^^UMAb PAhl-2. ^I^^n^fK^ffsMAb PAhl-l£PAhl- 

[0210] rfT|g(DTW^V^t±iffl^yyi= I -^h^hy^°"e{*^ ^7^tbT0. OlMgc^f, 
O. 2%2-ME^t?PBS^TUfc££.5, ##Mift&^K;^C-CU§;V\ jg&§ 

[0211] tp n p^(^f^?L7w/^V, IPfirwv^V, /J^TW^V, 
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£>T£ T 110-8529 

JUMS p b h J 1 1 ^=3- 1 7-4 



I PaslCNl 



International Patent Organism Depositary ijJS^il^niOi 
National Institute of Advanced Industrial Science and Tech njcri'O gy£-. 3w? \~. 

| tr >-;'/- ^ ix 'fu „- : 

\ Dr. Masakazu Yamaoka , p fcrefttar--' _ ■jJC-^t; 

|fcT^ ^ifS.^o<«- rfijfclT 0 4^356 LSB 114^305-8566) 

I 

AIST Tsukuba Central 6, 1-1, Higashi 1-chorne Tsukuba-shi, 
j lbaraki-ken 305-8566 Japan 



PERM ARP-13263 



i 7 f= (05) 2 M 24 3 
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(£7ft*l*IHffi) 



foX-%x T 140-8529 



] p £5 iCN2 ! FERM ABP-10264 



I in. Slf * it wS^I 



IV. 



\%y1fo international Patent Organism Depositary jlSij" LLLifJ 

National Institute of Advanced Industrial Science and Techn^^sx^ 



! Dr.Masakazu Yamaoka , DurecicLC .' 

A1ST Tsukuba Centra'. 6, 1-1. Higashi 1-chome Tsukuba-shi , 
Ebaraki~ken 305-8566 Japan 



? -m 17 <f- (05) 2 £ 24 H 
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#^7 (m7&mimm&) 



$?T^ t 140-8529 



III. 



j IV. H»#f6SJS& 



| 

j^ffc International Patent Organism Depositary ■■^r~!Sr7 s T^ J ™-~- 
National Institute of Advanced Industrial Science and TechnnKe;.. " ) 

•fe>'^~d^ dJfSl IE fir -. 

Dr. Masakazu Yamaoka , Director ' — ~*u£( 

*>T* 0*[§ *#»o<f*7l7*lTBl#*&l + fc#e (»tt*^30S-8S66) 

AIST Tsukuba Central 6, 1-1, Higashi 1-chome Tsukuba-shi, 
Ibaraki-ken 305-8566 Japan 



1 i. ytk±%4<Dm^ 








j PLGl 






PERM ABP-102S1 
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#^7 :m?3kmimm&) 



*TO& T 140-3529 



■ PLG2 

: *glSS*lfty3tttt, 2005 «P 2 ^ 24 a^Ifl|©i«i^teSrSflHbfc. 



in. fe^^mn&wk 



4a $^ International Patent Organism Depositary \- % 

National Institute of Advanced industrial Science and Techno1^g^l:!^ : ;_^;"-. ,: '"' j 

tr> ? — g up! 1E.Sk- " _•_ . I 

Dr.Masakazu Yamaoka , Dir^&toP^-. w .~;-^iiZ^ ; 

ifc-C^ f^I-o<?f?rilTgi#i|l ^5^6 (§g{£S^-305-8566) j 

A15T Tsukuba Central 6, 1-1, Hi gas hi 1-chome Tsukuba-shi, j 
Ibaraki-ken 305-8566 Japan | 

-~/A- 17 «F (05) 2 M :M P 



PERM ABP-10282 
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&>T£ t 140-8529 



: PLG3 
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[17] ^^te?LTW^^V^t>VXf±^t4fLT^/^^V^flf|5-rs^y^n^— /lifted* 

[18] #L a slXH^^r/fV-r— /VfiiW-ft, a sl#-ferV>\ J^^S a sl#i?V 

^y^n^— /ix^^fe5^^^#mii-5f»^17f3ic<^fLTW^V1tt±iffi 

[20] JrCasl^irV^^Ey^n^-— /I^rCfW, /^'DK-v(FERM ABP-10263)^ 

FERM ABP — 10264) ^^^i-§^c as i^irV^^&y^n-j-—/l/fet#:PaslCN2 
^feS^i^m^^ffi^lT-ig^V^^^IBtt^fLTW^V^m^^h 

[22] fit b y^h^^v^y^^-r—/um^K )3 7?h?wy^, ^mmm & ? 

y^y^n-j— ^^f*^fe^r^^#mii-5ff^2ifs«6(Z5fLTw^v^mffi 



WO 2005/085847 



100 



PCT/JP2005/003799 



[23] &P??Mrw7yt/*y?T3l ;V^W-f)K ^ZfVY— ^(FERM ABP-10281) 

^j^i-3£ru /3 ??h^ny ? y>-^/?u-r~- /UtfifcP 0 LGl&UV'Xfi/M'l/yK— 
•^(FERM ABP-10282)^^^-f-^ # ^^y^-f^^j^-y^ /Hn#:P j3 
LG2Slt) ? /'X(^^^yK— ^ (FERM ABP- 10283) j3 
^y^/^n^ — ;vm*P j3 LG3^fc6ri:^#|t^i-Sf*^21X«22fE«^ 

[24] toSrfh— 7%WffirtrZ>2WM.<D^y<?u~r-- ;^tjiW-^pt^th— o^s N ^j,/ 

i-5ff^l5~230V^^ i IB«^fLTW^V^ttS^^iyK 
[25] *M4*if^^mm^51X«2^JiCD^y^n^w^f*^«tt^W^^ 
il-TSlXtt2^±(D^ey^a-^— a4jl$: s ikU^, /3 ^h^Wy^f&ltS 

2^±(D^y^^^-/^^f^^^5rt^#mi-r5ff^l5~240V^-f^^tB 

[26] -'M'VyK' — ^ (FERM ABP- 10263) ^^-f-^ q, S l#if^>^r/;?P^— 
JrCffcPaslCNlo 

[27] ^W^PK' — ^ (FERM ABP — 10264) i)$]M*k.~i~'5lffl a sl^if-YV^/^n^ - — ;V 
#L#:PaslCN2 0 

[28] '^ZfW—* (FERM ABP- 10281) ^M^t^ 0 ^h^Wy^y^n-f 
— A-fetf^PtfLGlo 

[29] 'M^yR— (FERM ABP- 10282) ^M^E-rS^ )3 ^h^Wy^/^n-7- 
— /^#L#:p £ LG2 0 

[30] 'MVyK— " ^(FERM ABP- 10283) ^j^fe-r^fei j3 ^^^n^U^y^Pt 
~-/H5l#P 0 LG3 0 

[31] pfc^ttp e rw^v^it s^ey^n^-— /utfcfct > erw^y^i 

o 

[32] ^^ttyp&TW^V^^VXfi^ttlPeTW^^^mi-S^/^n^-^ 



WO 2005/085847 



101 



PCT/JP2005/003799 



[33] 6 Xl//^V^t5/Xtt«lP e T Wl^V^fgfSH-^/^n^— /l^ft 

[35] ^^T/V^^^y^n— ^/^f^^^^yK—^CFERM ABP- 10265)^ 

ERM ABP - 10266) ^m^rr^^T^y^^y^n^-— ;^*PNOA2^ 
t^/Xf^W^y K— ^ (FERM ABP- 10275) &m%L~tZ>tfi$~<$T /K/^^ey 
?u-r— yV^Lf2|s:PDOAl^D«/X{^^^yK— ^(FERM ABP- 10276) tfSjg 
^-rS^^T/^^^y^n-^— ^trLf*PDOA2-efc5^^^#^i:-t--5ff^^3 

[36] I^K-fy^ELISA^J;^ ^^f^^T/^^^t^/Xfi^ffi^T 
1. 0—10. 0ppbcDaSf5H^-*5V^T^^I4^o^S^^^^)fb55 

r^^#^^lf^il33~350V^tL^^fBgc<D#peTW^VcD^|±l^-fe 0 
[37] *aStt£P S T Wi^V^^/Xte^'IM S 7 W^>§rEflt"5 ; E-y^n7*^;^ 

f*#^ ^^^rt^K^yyn-^^f$^fcSr^Wi-r5ff*ll31Xtt32|S 

[39] ^#A3-rK^y^P-^-^#:^\ W^K— ^ (FERM ABP- 10279) 

^-rs^A^-A^-rK^yya^— /^^PNOMi^t^/xte^yyK— -^(fer 

M ABP- 1 0280) ^^^^^^^A^^K^/yn^— /^$tl#:PNOM2^.I5/ 
3U±^M^y K— ^ (FERM ABP- 10277) ^^SfeT^^K^r/^n-?-— 
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/^m^PDOMlR.Uyy.^^'fV K— ^ (FERM ABP- 10278) tfMtk-t&tfh 
[40] f-^K-f ^ELISA^J:^ ^p n p^o*^t4^-#A3-rK^<^/Xfi»^A=t^ 

=*-r K£rtttti-r <^#»i-&ft>fc*i3 i ~4oo v ^T^tegc^P erw^v 

[42] *«;«T^^^ii« 

[43] ^m^&ru^^mm^-^y^ti-r—juifi^ mm&ru/u^^m 

[44] ;«t£fP 6 7W^VXt^/ Xf±32tt#P 6 T W^V^ISsii-S^y^n-^— 
[45] ^ttf P 67W^VSt;/Xfj;Styp er wvrgit^/^ot^ 

fltfS. ^#T/l-^^/^n-^/^f^-CfcS^^^#|ti-f-5l**^43X{444 

[46] m^T^v^/^u—r/^m^, ^m^^r^y^Rxj^xxnm^/^ 

[47] ^^T/V^^^/^a—-^-/^^:^, /n^iJK— ^(FERM ABP- 10265)^ 
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ERM ABP— 10266) &m^^*i$T/l'^Kl'^;?u^—sVfcfe?NOA2'R 
TJVXte'MVlJK— v (FERM ABP- 10275) £Sj^1-3^«77l^>^&/ 
^nt-;^ftPDOAl& -OVOUi'M^yK— (FERM ABP- 10276) 
^i-5^L«T/^^^^y^di— ^trGf*PDOA2-efoSri^#|tii-5it*3S4 

[50] trC^An-rK^-y^D— ^/l^fls:^ ^-f^K— v(FERM ABP- 10279) tfSjg 
^i-S^C^Arr-i'K^e/^n-^-— /^f*PNOMl^.lK/X^^^UK— -^(FER 
M ABP- 10280) tm^%U^^^^/?K^~^m*™OM2j&X3/ 
XU^y'W—^ (FERM ABP- 10277) i)m^rt^^J^^V^/^ti-)-— 
^mW-VDOMl^XlXJL\±^4y'W— t (FERM ABP- 10278) tfSjg^-fS^i; 
^A^^K^y^o^— /^^PDOM2^fe5i^^#mi-r5lt*^48Xf449|B 

[51] M&3^£>-:7°^lEfrr52^JhO^/^n^^^ 

[52] ^^tt^-^T/i-^^^mfi-rs iy.n2£x±(D^y^\=t-r~ ^mtRxfm^^r 
n2^±(D^/^u^—/umt^m^^t^m^t^u^m43--5i(Dh^ti^ 

[53] W^UK— =?(FERM ABP- 10265) ^M^.-T^tfi^T^y'^^/^-r— 
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/^*PNOA1 0 

[54] 'M^PF' — <? (FERM ABP- 10266) ^M^r^tt^TJVzf^^/^U't-- 
/Mft#:PNOA2 0 

[55] s^ZfW— * (FERM ABP - 10275) ^M^rf-^^T/^V^ 
;^ftPDOAl„ 

[56] s^z/W— -?(FERM ABP- 10276) I^M^^^i^TMf^^/^vt^-^ 
/Mft#:PDOA2 0 

[57] 'MVyK' — (FERM ABP-10279) &M£."tZ&tt~& Aa^Kt/^Pt- fljfc 
ftPNOMl 0 

[58] W^JJK— v (FERM ABP- 10280) flSj^^S^jj^a^^/^a^— /Hft 
{*PNOM2 0 

[59] /^^UK— ^(FERM ABP- 10277) ^^^^-^^-^n^^y^n^—^^; 
f£PDOMl 0 

[60] 'M^y K — ^ (FERM ABP- 10278) iiM^tit^C^J^^V^y^u-f-^A^L 
#:PDOM2 Q 

[6i] *^tt/jN*^yT^^«tt^jr*wmbbfc/j^^yT^%«i-^^/h*^ 
yWb/hjSC^yr^, o. lMi^nr^^/jN^^yrv 1 ^ 7o%^y— /n^^/h 

[64] ^t/jN^yT^^y^n-^— /^(W^N^yK— ^(FERM ABP- 10267) #5 
Sdfei~5^/hf£^yTv?>'^./:£ r n'?- — /V^I#:PGLlS.t) ? / / 32.{'±>'^-<^'yK w — ^ (FE 
RM ABP- 10268) ^^^^^/j^^yT^^/^n^-— /MK#PGL2-e*>3 



M#x.fflfft (&IIJ26) 
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fb/h^yrvV, o. lMi^pii^h/j^^yTv?^, 70%^/— 

^yrvV, s.«tt^j^Rr^bu^/jN*^yr-^^ > io~ioo P pbO}§j*tgig^ 

[67] *^tt/hX^yT^X&t«^ 

3ztT-^^iii-S2®«(D^/jN*^yT^>'^y^n^-^#:^#^fcrtSr# 

/Wh/j^*^yT-^^, o. iMmm*imk/b^vTi?>>^ 70%^/— /^mt^ 

[69] ^L/hft^yT^^-y^n-^— JVm^.^y^JY— "^(FERM ABP- 10267) 
^^^S^/J^^^yTv ? >'^yyp^^/I/^#:PGLl^U ; /Xf'i- /N ^('37 t yK^ — t (FE 
RM ABP- 10268) ^K£1-£^/h*^yTi^^/^P^— /l^#:PGL2T*fc3 

[70] ||45itfW^it52aS(o^Pt-^|;#©/>ft<^- o*f, -fA/ 

[71] 'M^yK — (FERM ABP- 10267) ^M^-f-^/hM^VT^^^n^— 
/^flsrPGLlo 

[72] ✓N^UK— r(FERM ABP-10268) ^£^5^/h*^Ti^fr/^n^~- 
/V#C#:PGL2 0 
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[74] ^m^iTm-^^^MRriMmim^mK^^w^mmu ^o^s^tT 

fe^r,t^#|t^i-5lt*il73X«74lSgt»^« , TI//^V<D^tH^ 0 
[76] feiMfi^^ft^/^n^— ^mW.^^W— -^(FERM ABP- 10272 

(FERM ABP - 10273) ^m^-rS^C76kDa^^/^K^/^n^-~y^#:pB 
W2RT$/JU$^4Z?VF— v (FERM ABP- 10274) ^S^-f-5feT;76kDa^>' 
/^^K^y^n^— ^tjtf$PBW3^fc§ri^#^ii-§ff^73~75(DV^-f ! ^^ 

[77] f-^hV s^ELISA^ «fc t», *^f4-?:ttm^^^^W^^P^«^«W^^^W 
10~1000ppb(Dai^tQIS^V^T^^tt^^^oSS^^^)TL5Srt^#m 
i^Slt^^73~76»V^-ftL^^fa*c» j e{^TWV>rV(D^aS^fe 

[78] t^ft^, ^k2-^x^h^?j—;i'&m^xMf&m^m&#^<?K&$& 

ffii-Sr^^#mti-5lf^73~77(^V^^^fSg5(Z)^^TW^VC0^ai^- 

[79] »tt^e ^w^^w^M^t^ nm-^^w^mm-r^m^ tm#f* 

-^^fii-S2@^(D^{iW^^^M^y^n^-^f*M^7tri?r#m 
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[82] tfi^i^^^n^y^-r— /Hftffr&s^MV'yK— -^(ferm abp- 10272 

(FERM ABP- 10273) 7&m&tt&761d}ei#^/<?m*;?*^—sUffim>B 
W2Xt^/X«y^^UK— ^(FERM ABP- 10274) ^^^^^yekDa^V 

i-6ff^79~82(DV^T^^Wa*Sc^D^f^rW^^V^mffl^r^K 
[84] ^f^^O^:«3|a^^^^Wftttl^lJib-C(7) N m*i2-^/^^°h^y-/p^#x. 

[85] W^K— ^(FERM ABP- 10272) ^^>^-f ^24kDa^^^K^E-/^P^ 
— ;^#:PBW1 0 

[86] ✓MVyK*— ^(FERM ABP- 10273) ^S^^-f-^76kDa^^/^W^ey^n^ 
-;Vj5i#:PBW2 0 

[87] ✓M':/!JK— (FERM ABP- 10274) /^£t~3^76kDa^>v^J§;;e/^n^- 
— ;VfeiftPBW3. 

[88] 5fc3£tfe&7E£Ara hl^^^JCXt^^SEttSI^^Ara h.l.^^'mMW^ 

[89] *M«}££LAra hl^^<^jfXt5^!W2Etfe?(R6feAra hl^^St&S&fflftU 

[90] fetAra hl^^n^y^i—^mK *^'l4Ara hl^^/N°^Kt«tt^ 
WV/^f, &t>'/Xli, ^Pff&LJSAra hl^/^SC£I<lf^St?M£*a^ 
^^^K^m^S^Arahl^^^K^y^P^-^{*^feS-t^#|ti:i-5lt 
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[91] tfrnrt^Arahl^s^W^Sfvl-— J^fetiK ^^1)}?— v(FERM ABP- 
10269) ^M£^5^7»|4Ara hlZZ/^^JpuIr— /^#:PAhl-l^Ll5 
/XteW^JJK— * (FERM ABP- 10270) ^M£i-5^«t£Ara hl^^ 

^^y^c^-— /^f*PAhi -2St;/xii^^yK- <?• (ferm abp- 102 

71) ^S^^-fS^p^^ftAra hl^V^Jt^^P^-/^{*PAhl 

-^^#^ii-SW^88~900V^^^fB*cCO«^TW^VcD^fcti^fe 0 
[92] "^^K-r^^ELISA^J:l9, *^'l«}££Ara hl^^fmtF;»M»^3£A 
ra hl^>v^Jf£r, 10~1000ppb«ltfaigj;i^T^t£lft;5^ 

[93] tfeffed^ m*i2-^/^7>^/— /^^V^-C^)P^^f4^:te^Ara hl^>v^ 
W^ttttii-5't^#1t^i-5f**^88~92(DVNi 2 ^^lH«c(D^^TW^V 

[94] *^tt^^^Ara hi^^wRummm^m^^Axa hi^^w^mm-r 

Sfet^^Arahl^^^^W^y^n^-z^f^^^fcwt^mii-S^^T 

[95] ^tt^^Ara hl?^<?MRX£MmM$i$%-l£*EAra hl^^fC^ISIiU 
^^oM^^t>-7°^miii-S2M(D«?E^Arahl^^^^^y^n^-— /lx 

[96] £rCAra hl^^JC^y^n^— /l^ftft:;^ ^f^Ara hl*^** fCi«f«7£ 
mS.^^M, RXF/JU^ J^&kSAra hl^^/N 0 ^®im*^S^76^fl^^ 
^^^K^Bm^5^Arahl^>-/N 0 ^W^y^n^~/^#:i?fc5ii^#|^i^lt 
*^94X{495fS*feOM^TW^V^ttlffl^r^K 

[97] fei^^^Ara hl^^^W^/^n-^— 'MVUK— ^(FERM ABP — 
10269) ^^-fs^^^f^Ara hl^^/^^K^y^n^— /^f^PAhl-l^:^ 
/Xte'M^JJK— ^(FERM ABP- 10270) ^S^^^^c^^Ara hl^>v^ 
^W^/^^^^/^^f^PAhl — 2^t> N /Xfi^N^7 f yK w -' : v' (FERM ABP- 102 
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71) fim&tZmuW&mAra hl#^s<?W*S?V'r--/l'&Zti£PAhl-3'T*1bZ> 
[98] ^5xt>-7^11f§2il(D ; e/^Pt-;«©/>V ( £<^-o^ v 

i-5lf*il94~970V>r^^fB*feO^^TW^V^tHffl= 3 r5'h 0 
[99] &m^(Dfc^~?^/<?K#iftMkl,X<D s WMh-z-^v-fyy'Y^J—j^m^. 

[100] /n^U K— v (FERM ABP- 10269) ^S^^-f^^^^Ara hl^^ff^e 
— yl^flsrpAhl - 1 0 

[101] s^ZfW' — =?* (FERM ABP-10270)^^^^^c^^f4A ra hl^>'y^^W^ 
yi^Ja#:PAhl - 2 D 

[102] ^MVyK— ^ (FERM ABP - 10271) /5$m^5^nMt£Ara hl^^v^jC 
n-^-— /^#:PAhl - 3 0 
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